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ABSTRACT 


Title  of  Thesis:  Sex  Differences  and  the  Effects  of  Stress  on  Subsequent  Opioid 

Consumption  in  Adult  Rats  Following  Adolescent  Nicotine 
Exposure:  A  Psychopharmacoiogic  Examination  of  the  Gateway 
Hypothesis 

Laura  Cousino  Klein,  Doctor  of  Philosophy,  1997 
Thesis  directed  by:  Neil  E.  Grunberg,  Ph.D. 

Professor 

Department  of  Medical  and  Clinical  Psychology 
The  present  experiment  examined  effects  of  nicotine  administration  during  adolescence  on 
subsequent  opioid  consumption  in  male  and  female  rats.  Forty-one  day  old  rats  received 
saline  (n  =  40),  6  mg  nicotine/kg/day  (n  =  40),  or  12  mg  nicotine/kg/day  (n  =  40)  by 
osmotic  minipump  for  24  hours/day  for  19  days.  After  a  7-day  cessation  period, 
consumption  of  fentanyl-HCl  solution  was  evaluated  for  4  weeks.  Throughout  the  opioid 
consumption  phase,  rats  received  either  20  minutes  of  immobilization  stress  (n  =  60)  or 
no-stress  (n  =  60)  prior  to  opioid  availability.  Body  weight,  food,  and  water  consumption 
were  evaluated  throughout  the  experiment. 

Nicotine  exposure  (6  mg  nicotine/kg/day)  during  adolescence  was  related  to 
increased,  subsequent  fentanyl  self-administration  in  non-stressed  male  rats.  Exposure  to 
immobilization  stress  prior  to  opioid  availability  attenuated  or  reversed  the  effect  of 
adolescent  exposure  to  6  mg  nicotine/kg/day  on  fentanyl  self-administration  in  adult  male 
rats.  These  effects  did  not  occur  for  female  rats.  Female  rats  consumed  more  fentanyl 
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than  did  male  rats,  regardless  of  nicotine  pre-exposure,  but  male  and  female  rats  did  not 
display  differences  in  withdrawal  following  naloxone  challenge.  Opiate  self-administration 
decreased  food  consumption  for  all  animals.  Nicotine  history  appeared  to  increase  plasma 
corticosterone  levels  in  non-stressed,  male  and  female  rats.  Nicotine  decreased  body 
weight  gains  and  food  consumption  among  male  and  female  rats  and  both  of  these  effects 
were  greater  in  female  than  in  male  rats.  Nicotine  cessation  resulted  in  increases  in  body 
weight  and  food  consumption  and  these  effects  were  greater  in  females  than  in  males. 
Stress  increased  plasma  corticosterone  in  male  and  female  rats  and  female  rats  had  higher 
levels  of  plasma  corticosterone.  Stress  decreased  body  weight  and  food  consumption  in 
male  and  female  rats  regardless  of  nicotine  history. 

The  findings  suggest  that  nicotine  exposure  during  adolescence  could  increase 
opioid  consumption  in  non-stressed  males,  but  that  other  variables  are  likely  to  contribute 
to  the  progression  from  tobacco  use  to  other  drug  use  under  conditions  of  stress  and  in 
females.  The  present  experiment  provides  an  animal  model  to  help  further  investigate  the 
psychopharmacologic  effects  of  adolescent  nicotine  exposure  on  drug  abuse  and  other 
appetitive  behaviors  in  adulthood. 


iv 


Sex  Differences  and  the  Effects  of  Stress  on  Subsequent  Opioid  Consumption  in 
Adult  Rats  Following  Adolescent  Nicotine  Exposure: 

A  Psychopharmacologic  Examination  of  the  Gateway  Hypothesis 


by 

Laura  Cousino  Klein 


Dissertation  thesis  submitted  to  the  Faculty  of  the 
Department  of  Medical  and  Clinical  Psychology 
Graduate  Program  of  the  Uniformed  Services  University 
of  the  Health  Sciences  in  partial  fulfillment 
of  the  requirements  for  the  degree  of 
Doctor  of  Philosophy 
1997 


v 


ACKNOWLEDGMENTS 


I  find  irony  in  the  juxtaposition  of  this  one  page,  meant  to  hold  all  of  the 
appreciations,  meaningfiilness,  and  memories  of  those  who  supported  me  in  this  process, 
against  the  several  other  pages  that  create  the  bound  thesis.  There  simply  is  no 
comparison.  This  dissertation  represents  a  culmination  of  achievements,  failures,  and 
countless  lessons  —  the  easy  and  the  not-so-easy  ones.  It  is  a  process  that  could  not  have 
happened  without  the  commitment  and  support  of  some  very  special  individuals.  Mom 
and  Dad,  thank  you  for  believing  in  me  and  for  your  never-ending  love,  encouragement, 
and  support;  Kelly,  thank  you  for  your  gift  of  friendship  and  the  honor  of  being  your 
colleague;  and  Neil,  thank  you  for  the  unconditional  gift  of  being  my  mentor,  a 
continuously  changing  and  profoundly  complex  role. 

I  thank  Kimberly  Palmer  for  her  delightful  questions  and  reliable  assistance.  Matt 
Rahman  and  Nate  Apatov  for  their  terrific  sense  of  humor  and  help,  and  Martha  Faraday 
for  being  a  dependable  colleague  and  friend.  I  thank  Stephanie  Nespor,  Hirsch  Davis,  and 
Virginia  Minich  for  their  technical  support  and  I  also  thank  Jon  Popke,  Karin  Hygge,  and 
Peter  Scheufele  for  their  help.  I  also  thank  the  Grunberg  lab  for  being  my  USUHS  family, 
replete  with  the  ability  to  be  nice,  to  share,  and  to  play  fair,  even  under  the  highest  levels 
of  duress.  1  appreciate  the  time  and  commitment  of  my  committee  members  Brian  Cox, 
Neil  Grunberg,  Tracy  Sbrocco,  and  Jerome  E.  Singer.  Your  input  and  tough  questions 
were  invaluable.  Thank  you  for  helping  me  find  the  forest  through  the  trees. 

And,  finally,  Bob,  thank  you  for  moving  to  D.C.,  providing  unending  balance, 
perspective,  and  support,  and  for  being  my  partner  and  one  of  my  biggest  fans. 


VI 


TABLE  OF  CONTENTS 

Approval  Sheet  .  i 

Copyright  Statement . ii 

Abstract . iii 

Title  Page . v 

Acknowledgments . vi 

Table  of  Contents  . vii 

List  of  Tables . xii 

List  of  Figures .  xv 

Introduction . I 

Gateway  Hypothesis  . 3 

A  psychopharmacologic  examination  of  the  gateway  hypothesis . 4 

Sequential  versus  continuous  nicotine  administration . 5 

Gateway  hypothesis  and  stress . 6 

Nicotine  and  Smoking . 6 

Pharmacokinetics  of  nicotine . 7 

Pharmacodynamics  of  nicotine . 8 

Smoking  prevalence  by  socioeconomic  status ,  age,  and  gender  . 9 

Sex  differences  in  sensitivity  to  effects  of  nicotine  . 12 

An  animal  model  to  investigate  effects  of  nicotine  . 13 

Comparability  to  the  human  smoker  . 14 

Validity  of  model  to  examine  gateway  hypothesis  . 14 

vii 


Possible  biologic  link  between  nicotine  exposure  and  subsequent 
drug  use . . . 


15 


Opioids  . 16 

Fentanyl . 17 

Animal  paradigms  of  fentanyl  self-administration . 19 

Stress . 19 

Animal  investigations  of  stress  and  opioid  consumption . 22 

Overview . 28 

Hypotheses . 29 

Major  Hypotheses  . 29 

Hypotheses  Made  To  Replicate  and  Extend  Previous  Reports  . 30 

Methods . 33 

Subjects . 33 

Sample  size  . 33 

Age  . 33 

Drugs . 34 

Nicotine  di hydrochloride . 34 

Dosages  . 34 

Drug  administration  . 34 

Comparability  to  the  human  smoker . 34 

Fentanyl  hydrochloride  . 35 

Dosage . . . . 35 


viii 


Naloxone  hydrochloride . 36 

Dosage . 36 

Stress  Manipulation . 36 

Procedure  . 36 

Timeline . 36 

Baseline . 37 

Nicotine  or  saline  exposure  . 37 

Nicotine  or  saline  abstinence . 38 

Opioid  initiation . 38 

Schedule  of  opioid  availability . 38 

Immobilization  stress  procedure  . 39 

Opioid  maintenance . 39 

Opioid  withdrawal  assessment  . 40 

Opioid  abstinence  . 40 

Measurement  of  corticosterone  . 41 

Statistical  Analyses . 41 

Results . 45 

Overview . 45 

Baseline . 45 

Body  weight . 46 

Food  consumption . 46 

Water  consumption . 47 


ix 


47 


Nicotine  or  Saline  Exposure  . . 

Body  weight . 48 

Food  consumption . 49 

Water  consumption . 50 

Nicotine  or  Saline  Abstinence . 50 

Body  weight . 51 

Food  consumption . 52 

Water  consumption . 52 

Opioid  Initiation . 53 

Body  weight ,  food  and  water  consumption . 54 

Opioid  consumption . 54 

Opioid  Maintenance . 56 

Opioid  consumption . 57 

Opioid  Withdrawal  Assessment . 59 

Opioid  Abstinence . 62 

Body  weight . 62 

Food  consumption . 63 

Water  consumption . .64 

Corticosterone . 64 

Confirmation  of  Hypotheses . 67 

Major  Hypotheses  . 67 

x 


Minor  Hypotheses  . 68 

Discussion  . 70 

Tables . 85 

Figures . 103 

Appendix  I:  Nicotine  Minipump  Calculation  Sheets . 119 

Appendix  II:  Stressor  Treatment  and  Opioid  Availability  Schedule  . 124 

Appendix  EH:  Naloxone  Challenge  Treatment  Schedule . 126 

Appendix  IV:  Naloxone  Withdrawal  Observation  Data  Sheet . 131 

Appendix  V:  Package  Insert  for  ImmuChem™  Double  Antibody  Corticosterone 

RIA  Kit  for  Rats  and  Mice  . 133 

References  . 138 


xi 


LIST  OF  TABLES 


Table  1.  Experimental  design. 

Table  2.  Timeline  of  the  experiment  and  associated  ages  of  subjects. 

Table  3 .  Results  for  three-way  ANOVA  on  mean  body  weight  during  the  baseline  phase 
of  the  experiment  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  4.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  the  baseline 
phase  of  the  experiment  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  5.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  the  baseline 
phase  of  the  experiment  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  6.  Results  for  three-way  ANOVA  on  mean  body  weight  during  nicotine  or  saline 
exposure  (19  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  7.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  nicotine  or 
saline  exposure  (19  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  8.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  nicotine  or 
saline  exposure  (19  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  9.  Results  for  three-way  ANOVA  on  mean  body  weight  during  nicotine  or  saline 
cessation  (6  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  1 0.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  nicotine  or 
saline  cessation  (6  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  1 1 .  Results  for  three-way  ANOVA  on  mean  water  consumption  during  nicotine  or 
saline  cessation  (6  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


Table  12.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  the  last  3 
days  of  nicotine  or  saline  cessation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and 
stress  condition. 

Table  13.  Results  for  three-way  ANOVA  on  mean  body  weight  during  opioid  initiation  (8 
days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  14.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  4  choice 
days  of  opioid  initiation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  15.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  4  choice 
days  of  opioid  initiation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  16.  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  initiation  (8  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  17.  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  initiation  (8  days)  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress  condition. 

Table  18.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  4 
choice  days  of  opioid  initiation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  19.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  4 
choice  days  of  opioid  initiation  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress 
condition. 

Table  20.  Results  for  three-way  ANOVA  on  mean  body  weight  during  opioid 
maintenance  (21  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  21.  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  maintenance  (21  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  22.  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  maintenance  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress  condition. 

Table  23.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  5 
choice  days  of  opioid  maintenance  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and 
stress  condition. 


Table  24.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  5 
choice  days  of  opioid  maintenance  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress 
condition. 

Table  25.  Results  for  three-way  ANOVA  on  total  opioid  withdrawal  scores  following 
naloxone  injection  (1.5  mg/kg)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 

Table  26.  Results  for  three-way  ANOVA  on  pre-naloxone  injection  (1.5  mg/kg)  body 
weight  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  27.  Male  and  female  pre-naloxone  injection  (1.5  mg/kg)  and  post-injection  body 
weights  (means  and  standard  errors). 

Table  28.  Results  for  three-way  ANOVA  on  mean  body  weight  during  opioid  abstinence 
(5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  29.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  opioid 
abstinence  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  30.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  opioid 
abstinence  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 

Table  31.  Results  for  three-way  ANOVA  on  corticosterone  levels  (ng/mi)  by  sex,  drug  (0, 
6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


xiv 


LIST  OF  FIGURES 


Figure  1.  Chemical  structure  of  nicotine. 

Figure  2.  Chemical  structure  of  morphine  and  fentanyl  (two  opioids  that  work  at  the  g 
receptor). 

Figure  3.  Diagram  of  Alzet®  osmotic  minipump  (Model  2002;  Alza  Corporation). 

Figure  4.  Average  body  weights  (g)  for  all  12  treatment  groups  for  each  major  phase  of 
the  experiment. 

Figure  5.  Average  food  consumption  (g)  for  all  12  treatment  groups  for  each  major  phase 
of  the  experiment. 

Figure  6.  Average  water  consumption  (ml)  for  all  12  treatment  groups  for  each  major 
phase  of  the  experiment. 

Figure  7.  Fentanyl  consumption  (mg/kg)  by  male  and  female  rats  during  initiation  and 
maintenance. 

Figure  8.  Fentanyl  consumption  (mg/kg)  by  no-stress  and  stress  rats  during  initiation  and 
maintenance. 

Figure  9.  Fentanyl  consumption  (mg/kg)  by  no-stress  and  stress  male  rats  exposed  to 
saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  during  initiation  and  maintenance. 

Figure  10.  Fentanyl  consumption  (mg/kg)  by  no-stress  and  stress  female  rats  exposed  to 
saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  during  initiation  and  maintenance. 

Figure  11.  Fentanyl  preference  (percent)  by  no-stress  and  stress,  male  and  female  rats 
exposed  to  saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  for  initiation  choice 
days  (4  days). 

Figure  12.  Fentanyl  preference  (percent)  by  no-stress  and  stress,  male  and  female  rats 
exposed  to  saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  for  maintenance  choice 
days  (5  days). 

Figure  13.  Mean  withdrawal  behaviors  observed  following  naloxone  injection  in  no-stress 
and  stress  male  and  female  rats  that  were  previously  exposed  to  saline,  6  mg 
nicotine/kg/day,  or  12  mg  nicotine/kg/day. 


xv 


Figure  14.  Mean  withdrawal  behaviors  observed  following  naloxone  injection  in  no-stress 
and  stress  male  and  female  rats  that  were  previously  exposed  to  saline,  6  mg 
nicotine/kg/day,  or  12  mg  nicotine/kg/day  and  opioid/stress-naive  control  rats. 

Figure  15.  Plasma  corticosterone  levels  (ng/ml)  in  saline  or  nicotine  (6  or  12  mg 
nicotine/kg/day)  exposed  male  and  female  rats  on  the  last  day  of  the  experiment  following 
either  20  minutes  of  immobilization  stress  or  no-stress. 


INTRODUCTION 


Cigarette  smoking  is  the  single  most  preventable  cause  of  death  and  illness  in  the 
United  States  and  it  is  responsible  for  an  estimated  400,000  deaths  annually  (Grunberg, 
Brown,  &  Klein,  1997;  USPHS,  1992).  It  is  estimated  that  roughly  half  a  billion  people 
alive  in  the  world  today  eventually  will  die  from  tobacco  use  (Peto  &  Lopez,  1990)  and 
that  smoking  will  contribute  to  an  annual  toll  of  10  million  deaths  by  the  year  2020 
(Grunberg  et  al.,  1997).  Yet  despite  the  health  risks  involved,  25%  of  Americans  continue 
to  smoke  (CDC,  1991;  USDHHS,  1994)  and  it  is  estimated  that  the  health  care  costs  and 
lost  productivity  as  a  result  of  tobacco  use  in  the  U.S.  alone  amount  to  about  $65  billion  a 
year  (US  Congress  Office  of  Technology  Assessment,  1985).  The  tobacco  industry  has  to 
recruit  3,000  to  5,000  new  smokers  daily  to  help  compensate  for  the  profits  lost  to 
smokers  who  die  and  the  1.5  million  Americans  that  decide  to  quit  on  their  own  each  year 
(USDHHS,  1994).  Nearly  90%  of  all  smokers  begin  smoking  during  adolescence  and 
current  reports  estimate  that  3,000  adolescents  start  smoking  every  day  (Lynch  &  Bonnie, 
1994;  USDHHS,  1994).  There  has  been  little  change  in  smoking  prevalence  among 
adolescents  since  1991  and  as  many  or  more  adolescent  girls  now  smoke  as  do  adolescent 
boys  (Glynn,  1993;  Nelson  et  al.,  1995;  USDHHS,  1994).  In  fact,  over  25%  of  17-  and 
18-year  olds  in  the  United  States  currently  smoke  (USDHHS,  1994). 

Cigarette  smoking  and  tobacco  use  also  have  been  reported  to  precede  the  use  of 
illicit  drugs,  including  opioids,  and  have  been  hypothesized  to  be  a  "gateway"  to  the  use  of 
these  other  drugs  (Kandel,  1975).  It  has  been  suggested  that  adolescents  who  smoke 
cigarettes  are  more  likely  to  subsequently  use  and  abuse  illicit  drugs  of  dependence.  Other 
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than  epidemiologic  reports,  there  have  been  no  causal,  empirical  analyses  of  exposure  to 
tobacco  on  subsequent  illicit  drug  self-administration.  Whether  these  behaviors  are  simply 
correlational  or  whether  use  of  tobacco  causally  influences  subsequent  use  of  other  drugs 
has  not  been  determined.  Examination  of  a  causal  hypothesis  is  important  to  determine 
whether  prevention  of  tobacco  use  would  influence  use  of  other  drugs  and  also  to 
determine  how  exposure  to  tobacco  (or  key  constituents  of  tobacco)  affects  self- 
administration  of  other  drugs. 

There  are  several  variables  that  could  contribute  to  the  relationship  between 
cigarette  smoking  during  adolescence  and  subsequent  drug  use,  including  social,  cultural, 
and  biological  factors.  Animal  models  can  be  used  to  examine  biologic  mechanisms 
related  to  drug  abuse,  including  exposure  to  the  primary  addictive  ingredient  in  cigarettes, 
nicotine.  Using  a  nicotine  administration  paradigm  in  rats  that  has  accurately  reflected 
behaviors  of  human  smokers,  the  present  experiment  was  designed  to  examine  the 
gateway  hypothesis  in  a  causal  model.  Specifically,  the  effects  of  nicotine  exposure  during 
adolescence  on  opioid  consumption  in  adult  male  and  female  rats  exposed  to  stress  or  not 
exposed  to  stress  was  examined.  Background  and  support  for  selection  of  these  specific 
drugs,  the  inclusion  of  two  sexes,  and  the  inclusion  of  stress  as  a  potential  mediator  of 
drug  self-administration  are  presented  before  the  experimental  protocol.  First,  the 
gateway  hypothesis  is  presented.  Next,  the  role  of  nicotine  and  tobacco  use  and  the 
rationale  for  manipulating  nicotine  per  se  is  presented.  This  section  includes  a  discussion 
of  the  potential  sex  differences  in  nicotine's  effects  and  psychopharmacologic  mechanisms 
of  action  for  the  gateway  hypothesis.  Then,  a  discussion  of  the  class  of  drugs  known  as 


3 


opioids  is  provided,  including  a  rationale  for  the  selection  of  fentanyl  (an  opioid)  in  the 
present  experiment.  The  next  section  discusses  stress  and  the  relationship  between  stress 
and  opioid  self-administration.  An  overview  of  the  experiment  is  provided  along  with 
specific  hypotheses  and  a  detailed  methods  section.  Finally,  results  of  the  experiment  are 
presented,  followed  by  a  discussion  of  the  results  and  potential  significance  for 
understanding  the  gateway  hypothesis. 

Gateway  Hypothesis 

Clinical  and  epidemiological  reports  indicate  that  cigarette  smoking  and/or  alcohol 
consumption  during  adolescence  play  a  prominent  role  in  the  subsequent  use  of  illicit 
drugs,  such  as  cocaine  and  heroin  (Blaze-Temple  &  Lo,  1992;  Kandel,  1975;  Kandel, 
Marguilies,  &  Davies,  1978;  Kandel  &  Yamaguchi,  1985;  Kandel,  Yamaguchi,  &  Chen, 
1992;  Newcomb  &  Bentler,  1986).  Further,  retrospective  reports  by  Kandel  and 
colleagues  (Kandel  &  Yamaguchi,  1993;  Kandel  et  al.,  1992)  indicate  that  progression  to 
the  abuse  of  illicit  drugs  may  be  different  for  men  and  women.  Specifically,  abuse  of  illicit 
drugs  by  young  men  was  mostly  correlated  with  alcohol  use  during  adolescence,  whereas 
cigarette  smoking  and/or  alcohol  consumption  was  a  sufficient  initial  experience  for 
women  to  progress  to  the  abuse  of  illicit  drugs. 

These  data  have  been  collected  over  the  past  20  years,  primarily  on  inner-city 
youth  from  New  York  City.  Although  these  reports  indicate  that  there  is  a  positive  link 
between  cigarette  smoking  and  subsequent  abuse  of  illicit  substances,  these  studies  only 
provide  correlational,  self-report  information  that  does  not  allow  for  causality  to  be 
determined.  Specifically,  it  is  difficult  to  determine  whether  adolescent  biological,  social. 
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or  cultural  factors,  either  individually  or  separately,  play  an  important  role  to  determine 
illicit  drug  use  in  adulthood.  Interestingly,  the  results  do  suggest  that  individual  difference 
variables,  gender  and  age  in  particular,  play  an  important  role  in  the  progression  from 
cigarette  smoking  to  drug  use  and/or  abuse. 

Unfortunately,  several  questions  still  remain  regarding  the  relationship  between 
smoking  a  cigarette  and  using  illicit  drugs.  It  could  be  that:  (1)  cigarette  smoking  and 
other  drug  use  simply  co-occur  without  causality;  (2)  cigarette  smoking  precedes  other 
drug  use  because  tobacco  products  are  readily  available  to  adolescents,  whereas  illicit 
drugs  become  available  only  after  adolescence;  (3)  progression  from  cigarette  smoking  to 
drug  use  is  a  consequence  of  boredom;  (4)  there  are  cultural  and  social  influences 
associated  with  smoking  and  consequent  drug  use  that  become  reinforcing  for  some 
adolescents;  or  (5)  cigarette  smoking  has  some  biological  effect  that  increases  the 
likelihood  of  subsequent  drug  use.  It  is  this  last  possible  explanation  that  is  the  focus  of 
the  present  research. 

A  psychophatTnacologic  examination  of  the  gateway  hypothesis .  There  are 
several  scientific  advances  that  allow  for  a  psychopharmacologic  examination  of  the 
gateway  hypothesis.  The  1988  Surgeon  General’s  Report  (USDHHS,  1988)  clearly 
reviewed  the  evidence  that  nicotine  is  addictive  and  that  smokers  smoke  to  self-administer 
nicotine.  Nicotine  also  is  the  primary  active  pharmacologic  agent  in  tobacco  products  and 
it  was  hypothesized  in  the  present  experiment  that  any  direct  effect  of  cigarette  smoking 
and  tobacco  exposure  on  subsequent  drug  consumption  is  likely  a  result  of  the  effects  of 
nicotine.  Nicotine’s  effects  in  animals  (e.g.,  body  weight,  food  consumption,  attention. 
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physical  activity)  have  been  replicated  in  human  smokers  and  a  rat  model  of  nicotine 
administration  is  available  that  has  produced  findings  that  are  similar  to  human  smokers 
(Grunberg,  1982;  USDHHS,  1988).  In  addition,  paradigms  are  available  to  examine  drug 
self-administration  in  adult  rats  that  have  helped  to  investigate  the  causal  relationship 
between  stress  and  drug  use  (Alexander,  Coambs,  &  Hadaway,  1978;  Klein,  Popke,  & 
Grunberg,  1997;  Shaham,  Alvares,  Nespor,  &  Grunberg,  1992;  Shaham,  Klein,  Alvares,  & 
Grunberg,  1993).  To  date,  these  two  areas  of  drug  research  have  not  been  brought 
together  and,  therefore,  no  animal  model  has  been  developed  to  investigate  the  causal 
relationship  between  nicotine  exposure  during  adolescence  and  subsequent  self- 
administration  of  an  opiate  by  males  and  females.  The  primary  purpose  of  the  present 
experiment  was  to  develop  this  psychopharmacologic  animal  model.  Specifically,  nicotine 
was  administered  to  adolescent  male  and  female  rats  and  then  these  animals  were  given  an 
opportunity  to  self-administer  opioids  when  they  became  adults.  It  is  noteworthy  that 
animals  were  not  given  nicotine  when  they  were  adults.  That  is,  nicotine  administration 
occurred  during  adolescence  and  was  not  concurrent  with  availability  of  opioids. 

Although  teens  do  not  quit  smoking  before  they  go  on  to  use  other  drugs,  the  gateway 
hypothesis  is  based  on  the  premise  that  smoking  (i.e.,  nicotine  administration)  during 
adolescence  precedes  the  use  of  illegal  drugs  as  an  adult.  It  is  possible  that  smoking 
potentiates  the  reinforcing  value  of  other  drugs  and  that  concurrent  nicotine  administration 
is  a  necessary  condition  for  abusing  other  drugs.  However,  in  order  to  determine  the 
possible  causal  influence  of  nicotine  exposure  during  adolescence  on  subsequent  opioid 
consumption  without  the  influence  of  nicotine  in  the  system,  the  present  experiment 
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limited  nicotine  exposure  to  adolescence. 

Gateway  hypothesis  and  stress .  An  additional  purpose  of  this  experiment  was  to 
investigate  the  effects  of  stress  on  opioid  consumption  and  whether  or  not  this  relationship 
was  influenced  by  prior  nicotine  exposure.  Although  no  investigation  of  the  gateway 
hypothesis  in  humans  has  directly  evaluated  stress  as  it  pertains  to  illicit  drug  consumption, 
this  experiment  investigated  the  influence  of  stress  on  opioid  consumption  following  a 
history  of  nicotine  exposure.  It  has  been  suggested  that  there  are  several  commonalities 
between  stress  and  substance  use  (Baum  &  Grunberg,  1985)  and  reports  with  humans  and 
animals  suggest  that  there  is  a  positive  relationship  between  stress  and  substance  abuse 
(Kosten,  Rounsaville,  &  Kleber,  1986;  O’Doherty,  1991;  Shaham  et  al.,  1992;  Shaham  et 
al.,  1993;  Shaham  &  Stewart,  1994;  Shaham  &  Stewart,  1995;  Shiftman  &  Wills,  1985). 

In  addition,  many  smokers  report  that  they  smoke  more  when  they  are  stressed.  Because 
the  effects  of  stress  on  the  gateway  hypothesis  have  not  been  investigated,  no  a  priori 
predictions  regarding  nicotine  history  on  the  effects  of  stress  on  opioid  self-administration 
were  available.  However,  the  introduction  section  of  this  dissertation  ends  with  a 
discussion  of  the  relationship  between  stress  and  substance  abuse,  and  hypotheses  are 
developed  regarding  the  effects  of  stress  on  opioid  consumption. 

Nicotine  and  Smoking 

Nicotine  is  a  powerful,  toxic  pharmacologic  agent  that,  when  introduced  into  the 
body,  acts  in  the  brain  and  the  periphery.  Nicotine  exists  in  the  leaves  of  the  Nicotiana 
tabacum  (i.e,  tobacco)  plant.  Humans  self-administer  nicotine  by  smoking  processed 
tobacco  leaves  in  the  form  of  various  tobacco  products  (e.g.,  cigarettes,  pipe  tobacco. 
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cigars),  by  other  oral  means  (e.g.,  chewing  tobacco,  snuff),  or  by  the  use  of  nicotine- 
containing  products  (e.g.,  nicotine  polacrilex  gum,  nicotine  patch,  nicotine  nasal  spray) 
(USDHHS,  1988).  In  addition  to  nicotine,  tobacco  smoke  contains  over  4,000  chemicals. 
Many  of  these  chemicals  are  biologically  active  and  contribute  to  the  health  hazards  of 
smoking,  but  it  is  nicotine  that  is  the  primary  pharmacologic  agent  of  addiction  and  it  is 
nicotine  that  is  considered  to  be  the  most  behaviorally-relevant  pharmacologic  agent  in 
tobacco  products  (Grunberg  et  ai.,  1997;  USDHHS,  1988).  In  fact,  it  is  now  well- 
established  that: 

(1)  Cigarettes  and  other  forms  of  tobacco  are  addicting; 

(2)  nicotine  is  the  drug  in  tobacco  that  causes  addiction;  and 

(3)  the  pharmacologic  and  behavioral  processes  that  determine 
tobacco  addiction  are  similar  to  those  processes  that  determine 
addiction  to  other  drugs  such  as  heroin  and  cocaine  (p.  9, 

USDHHS,  1988). 

Pharmacokinetics  of  nicotine .  Nicotine  is  composed  of  a  pyridine  and  pyrrolidine 
ring  (see  Figure  1)  and  its  absorption  rate  across  lipid  membranes  in  the  body  varies  as  a 
function  of  pH.  Nicotine  (162.23  molecular  weight)  is  a  weak  base  with  a  pKa  (an  index 
of  ionic  dissociation)  of  8.0  (aqueous  solution  at  25°  C)  (USDHHS,  1988).  In  its 
nonionized  state,  nicotine  readily  crosses  lipid  membranes,  including  the  blood-brain 
barrier.  Nicotine  is  quickly  absorbed  in  the  lungs  through  tobacco  smoke  or  through  the 
mouth  or  nose  from  smokeless  tobacco.  Once  nicotine  enters  the  pulmonary  circulation,  it 
is  rapidly  delivered  to  the  brain  and  it  exerts  its  effects  in  the  central  nervous  system  (e.g.. 
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hippocampus,  thalamus,  nucleus  accumbens).  In  addition,  nicotine  is  distributed 
throughout  the  body  by  the  circulatory  system  and  acts  at  peripheral  sites  (Benowitz, 

1987;  USDHHS,  1988). 

Pharmacodynamics  of  nicotine .  Nicotine  is  a  potent  psychoactive  drug  that  has  a 
cascade  of  central  and  peripheral  effects  when  it  is  administered  in  concentrations  that  are 
found  in  tobacco  (Kumar  &  Lader,  1981;  Balfour,  1984;  USDHHS,  1988).  Nicotine  acts 
at  nicotinic  cholinergic  receptors  (nAChR)  in  the  periphery  at  neuromuscular  junctions  and 
endplates  (USDHHS,  1988).  The  peripheral  effects  of  nicotine  begin  with  stimulation  of 
peripheral  cholinergic  ganglia  of  the  autonomic  nervous  system  (ANS)  and  results  in 
general  sympathetic  nervous  system  (SNS)  arousal  including:  (1)  increased  heart  rate  and 
blood  pressure;  (2)  vasoconstriction  in  the  distal  extremities;  (3)  skeletal  muscle  relaxation 
and  constriction;  (4)  respiratory  enhancement  or  failure  (at  toxic  doses);  and  (5)  increases 
in  secretions  of  the  gastrointestinal  tract  and  decreased  gastric  motility  (USDHHS,  1988). 
In  the  brain  and  the  central  nervous  system  (CNS),  nicotine  acts  at  several  different 
receptor  types.  The  principle  central  nAChR  is  the  Ct4fi22  Torpedo  receptor  but  there 
also  are  other  relevant  nAChRs,  including  the  a3p2  and  al  receptor  sites.  These  nAChRs 
are  distributed  in  several  brain  regions,  including  the  limbic  region,  the  thalamus,  and 
regions  related  to  nicotine's  rewarding  effects  (i.e.,  ventral  tegmental  area,  nucleus 
accumbens;  Lindstrom  et  al.,  1995;  USDHHS,  1988). 

Nicotine  administration  releases  catecholamines,  corticosteroids,  neuropeptides, 
and  pituitary  hormones,  attenuates  serotonin  turnover,  and  typically  results  in 
electrocortical  activation  (Grunberg  et  al.,  1997;  USDHHS,  1988).  Nicotine 
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administration  also  stimulates  dopamine  release  from  the  ventral  tegmental  area  (Nisell, 
Nomikos,  &  Svensson,  1994;  Yoshida  et  al.,  1993),  the  striatum  (Blaha  &  Winn,  1993), 
and  the  nucleus  accumbens  (Y oshida  et  al.,  1993;  Nisell  et  al.,  1994).  Ail  of  these  effects 
are  thought  to  contribute  to  the  reinforcing  actions  of  nicotine  self-administration  by 
tobacco  use. 

In  addition  to  nicotine's  dopaminergic  and  other  biochemical  actions  that  are  likely 
to  contribute  to  its  reinforcing  effects,  nicotine  is  a  positive  reinforcer  because  it 
suppresses  appetite  for  specific  foods,  controls  body  weight,  and  enhances  attention. 
Nicotine  acts  as  a  negative  reinforcer  by  attenuating  unpleasant  withdrawal  effects  of 
smoking  cessation,  including  irritability  and  loss  of  concentration  (Grunberg  et  al.,  1997; 
USDHHS,  1988;  West  &  Grunberg,  1991).  Principles  of  learning  and  conditioning  also 
act  so  that  environmental,  social,  and  psychological  cues  associated  with  tobacco  smoking 
(and  nicotine  self-administration)  can  elicit  similar  biological  responses  (Grunberg  et  al., 
1997;  USDHHS,  1979;  USDHHS,  1988).  Although  effects  of  nicotine  are  robust, 
individual  difference  variables  such  as  race,  gender,  and  age  can  alter  effects  of  nicotine 
(e.g.,  Gritz,  1986;  Grunberg,  Winders,  &  Wewers,  1991;  Grunberg  et  al.,  1997; 

USDHHS,  1988). 

Smoking  prevalence  by  socioeconomic  status,  age ,  and  gender.  In  the  United 
States,  lower  socioeconomic  status  (SES)  groups  smoke  at  high  prevalence  rates  and  the 
marked  decreases  in  smoking  prevalence  only  have  occurred  among  upper  SES  groups 
(Grunberg  et  al.,  1997).  Among  American  youth,  the  news  also  is  alarming.  Despite 
overall  decreases  in  smoking  prevalence  rates  among  the  general  U.S.  population. 
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smoking  is  not  decreasing  among  minors  and  about  3,000  adolescents  start  to  smoke 
every  day  (USDHHS,  1994).  In  1994,  at  least  3.1  million  adolescents  smoked  and  used 
tobacco  (USDHHS,  1994).  The  number  of  adolescent  smokers,  however,  is  not  equally 
distributed  among  subgroups.  Specifically,  smoking  prevalence  among  African-American 
youth  is  steadily  decreasing,  whereas  smoking  among  white  adolescents  is  higher  and  is  on 
the  rise  (Grunberg  et  al.,  1997).  With  this  high  number  of  adolescents  smoking  and  great 
numbers  of  youths  starting  every  day,  it  is  particularly  important  to  evaluate  the  gateway 
hypothesis  to  determine  whether  this  tobacco  use  among  adolescents  is  a  harbinger  of  an 
enormous  rise  in  drug  use  and  abuse. 

With  regard  to  cigarette  smoking  and  gender,  the  statistics  have  changed 
dramatically  over  the  past  40  years.  Today,  about  25%  of  American  adults  smoke 
cigarettes  with  comparable  prevalence  among  men  and  women.  Roughly  1  out  of  4  men 
and  1  out  of  4  women  smoke  today  (Grunberg  et  al.,  1997;  Grunberg  &  Klein,  in  press; 
USDHHS,  1989).  These  statistics  are  noteworthy  when  one  considers  the  fact  that  fewer 
women  smoked  over  40  years  ago,  whereas  more  than  50%  of  men  smoked  40  years  ago 
(OSH,  1991;  USDHHS,  1989).  The  most  striking  statistic,  however,  is  that  as  many  or 
more  adolescent  girls  smoke  today  as  do  adolescent  boys  (USDHHS,  1994).  This  statistic 
suggests  that,  among  American  adults,  more  women  than  men  may  smoke  by  the  year 
2000  (Grunberg  &  Klein,  in  press;  USDHHS,  1994).  If  the  gateway  hypothesis  is 
confirmed,  then  the  future  prevalence  of  illicit  drug  use  by  gender  may  change  from 
current  statistics  that  indicate  more  men  than  women  using  illicit  drugs  (Lex,  1991). 

There  are  many  reasons  for  the  gender  shift  in  smoking  trends,  and  cigarette  use  is 
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a  result  of  different  factors  including:  availability  of  tobacco  products,  perceived  benefits 
of  smoking,  perceptions  of  the  risks  associated  with  smoking,  attitudes  towards  smoking, 
and  the  psychopharmacologic  effects  of  cigarettes.  A  better  understanding  of  the 
pharmacologic,  psychologic,  and  biologic  mechanisms  that  underlie  tobacco  use  in  males 
and  females  could  help  prevent  these  marked  changes  in  smoking  initiation  and  subsequent 
persistence  of  smoking  behavior  and  other  drug  use. 

There  is  a  sad  example  that  illustrates  how  a  lack  of  understanding  of  these 
mechanisms  can  have  opposite  consequences  from  those  intended.  In  the  1970s,  public 
health  proponents  strongly  encouraged  a  decrease  in  the  nicotine  and  tar  yields  of 
cigarettes  in  an  attempt  to  protect  people  from  the  dangers  of  smoking.  This  position  was 
based  on  the  logic  that  less  nicotine  and  tar  content  should  decrease  the  amount  of 
exposure  to  the  toxic  effects  of  a  cigarette.  Unfortunately,  it  was  not  considered  that 
smokers  are  addicted  to  cigarettes  and  that  they  smoke  to  self-administer  nicotine. 
Consequently,  reduction  of  nicotine  content  results  in  smokers  adjusting  their  smoking 
topography  (i.e.,  depth  of  inhalation  on  each  puff,  number  of  puffs  taken,  number  of 
cigarettes  smoked)  in  order  to  receive  the  desired  amount  of  nicotine  levels  (Kozlowski, 
Rickert,  Robinson,  &  Grunberg,  1980).  This  compensatory  change  in  smoking  behavior 
actually  delivers  more  of  the  toxic  effects  to  the  smokers  than  if  they  had  smoked  a  higher 
nicotine  and  tar  yield  cigarette.  In  addition,  women  seem  to  be  more  sensitive  than  men  to 
nicotine  (Battig,  Buzzi,  &  Nil,  1982;  Silverstein,  Feld,  &  Kozlowski,  1980).  Therefore, 
women  actually  may  smoke  more  when  nicotine  yields  are  low  and  they  may  smoke  less 
when  the  yields  are  high  (Kozlowski  et  al.,  1980;  Grunberg  &  Klein,  in  press).  Because 
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the  continued  pattern  of  smoking  is  dependent  on  initial,  positive  experiences  with 
smoking  a  cigarette,  it  is  possible  that  this  gender  difference  in  sensitivity  may  have 
contributed  to  the  continued  increase  in  smoking  initiation  among  females  with  the 
increase  in  availability  of  low  nicotine  cigarettes.  That  is,  females  may  have  a  more 
pleasant  initial  experience  (or  less  unpleasant  initial  experience)  with  smoking  a  cigarette  if 
they  select  a  low  nicotine  cigarette,  thereby  increasing  the  likelihood  that  they  will  smoke 
again. 

Sex  differences  in  sensitivity  to  nicotine .  Interestingly,  investigations  with  rats 
have  revealed  sex  differences  with  nicotine  on  body  weight,  food  and  water  consumption, 
behavioral  effects,  and  central  neurochemistry  that  are  consistent  with  human  studies 
(Battig,  1981;  Grunberg,  Bowen,  &  Winders,  1986;  Grunberg,  Winders,  &  Popp,  1987; 
Levin,  Morgan,  Galvez,  &  Ellison,  1987;  Rosecrans,  1971;  Rosecrans,  1972). 

Specifically,  females  (rats  and  humans)  appear  to  be  more  sensitive  to  effects  of  nicotine 
(Battig,  1981;  Silverstein  et  al.,  1980).  There  are  two  possible  ways  that  females  may  be 
pharmacologically  more  sensitive  to  the  effects  of  nicotine.  First,  the  female  dose- 
response  curve  to  nicotine  may  be  shifted  to  the  left  of  the  male  dose-response  curve.  In 
this  case,  females  reach  their  dose-response  peak  at  lower  nicotine  dosages  than  do  males. 
For  example,  females  need  a  lower  dosage  of  nicotine  in  order  to  place  them  at  a  point 
(i.e.,  ascending  or  descending  limb)  on  the  dose-response  curve  that  is  similar  to  males. 
Second,  it  could  be  that  the  female  dose-response  curve  has  a  higher  peak  than  does  the 
male  dose-reponse  curve.  In  this  second  case,  females  display  heightened  responses  to  a 
similar  dose  of  nicotine  compared  to  males.  There  are  no  data  to  suggest  which  dose- 
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response  curve  underlies  this  female  sensitivity  to  nicotine.  However,  human  data  suggest 
that  nicotine  may  be  less  reinforcing  for  women  compared  with  men  (Perkins,  1996).  This 
gender  difference  in  sensitivity  to  nicotine  also  may  apply  to  effects  of  nicotine 
administration  on  later  drug  self-administration.  That  is,  there  may  be  gender  differences 
in  the  gateway  hypothesis.  The  fact  that  these  and  other  effects  of  nicotine  have  been 
revealed  in  rat  studies  and  replicated  with  human  cigarette  smokers  indicates  that  animal 
paradigms  can  be  used  to  provide  meaningful  information  regarding  behavioral  and 
biological  effects  of  nicotine. 

An  animal  model  to  investigate  effects  of  nicotine.  Animal  models  provide  an 
opportunity  to  investigate  underlying  mechanisms  that  simply  cannot  be  examined  in 
humans.  For  example,  it  would  be  unethical  to  expose  young  boys  and  girls  to  various 
nicotine  yield  cigarettes  and  examine  whether  or  not  they  continue  to  smoke,  use  other 
drugs,  and  develop  different  smoking-related  diseases.  Several  animal  models  have  been 
used  to  investigate  the  effects  of  nicotine  on  neurobiological,  physiological,  and  behavioral 
effects  of  nicotine.  One  paradigm,  developed  by  Grunberg  (1982)  to  investigate  the 
effects  of  nicotine  on  body  weight,  has  provided  results  on  appetitive  behaviors,  activity, 
and  attention  that  have  been  replicated  in  humans  (e.g.,  Gritz,  Klesges,  &  Meyers,  1989; 
Grunberg,  1992;  Grunberg,  Bowen,  Maycock,  &  Nespor,  1985;  Grunberg,  Bowen,  & 
Morse,  1984;  Grunberg,  Popp,  Bowen,  Nespor,  Winders,  &  Eury,  1988;  Grunberg  et  al., 
1987;  Klesges  &  Klesges,  1988;  Klesges,  Meyers,  Klesges,  &  LaVasque,  1989;  Klesges, 
Meyers,  Winders,  &  French,  1989;  Winders  &  Grunberg,  1989). 

This  animal  paradigm  administers  nicotine  subcutaneously  through  Alzet  osmotic 
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minipumps  (Alza  Corporation,  California).  These  devices  slowly  (0.5  pl/hour)  release 
their  contents  (e.g.,  saline,  nicotine  solutions)  for  1-3  weeks  depending  on  the  model  of 
the  minipump.  This  slow  content  delivery  allows  administration  of  a  high  dosage  of 
nicotine,  similar  to  the  high  amounts  that  a  long-term,  habitual  human  smoker  would  self- 
administer.  The  osmotic  minipump's  continuous  administration  establishes  long-term, 
stable  levels  of  nicotine  in  the  animal  rather  than  the  acute  bolus  that  is  self-administered 
by  smokers. 

Some  researchers  suggest  that  repeated  bolus  administration  of  nicotine  (Le., 
peaks  and  troughs  of  nicotine  levels)  are  necessary  to  establish  nicotine  addiction, 
whereas'  others  investigators  have  indicated  that  steady  plasma  levels  of  nicotine,  similar 
to  those  established  by  the  minipump  preparation,  are  sufficient  for  nicotine  addiction 
(USDHHS,  1988).  Further  support  for  the  effectiveness  of  continuous  nicotine 
administration  stems  from  evidence  that  over-the-counter  preparations  that  slowly  release 
nicotine,  like  the  transdermal  nicotine  patch,  are  effective  in  offsetting  nicotine  withdrawal 
in  some  smokers  who  have  quit  smoking.  Another  difference  between  the  minipump 
preparation  and  the  human  smoker  is  that  smokers  voluntarily  self-administer  nicotine, 
whereas  animals  receive  nicotine  parenterally.  However,  despite  these  differences  in 
pattern  of  drug  delivery  between  the  minipump  and  nicotine  self-administration  by 
smokers,  the  minipump  paradigm  was  used  in  adolescent  rats  to  evaluate  the  gateway 
hypothesis  for  several  reasons:  (1)  the  minipump  model  of  nicotine  administration  yields 
results  in  rats  that  have  been  replicated  in  human  laboratory  and  clinical  studies  (Gritz  et 
al.,  1989;  Grunberg,  1992;  Grunberg  et  al,  1985;  Grunberg  et  al,  1984;  Grunberg  et  aL, 
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1988;  Gnmberg  et  aL,  1987;  Klesges  &  Klesges,  1988;  Klesges  et  al.,  1989;  Klesges  et  al., 
1989);  (2)  the  minipump  preparation  is  easier  to  use  than  models  of  nicotine  self¬ 
administration  or  repeated  nicotine  injections,  this  paradigm  minimizes  differences  in 
nicotine  dosages  within  drug  treatment  groups,  and  it  decreases  extraneous  factors 
associated  with  frequent  drug  injections;  (3)  more  animals  can  be  included  in  the 
experiment  because  of  the  simplicity  of  the  paradigm;  (4)  the  minipump  paradigm  has  been 
shown  to  deliver  nicotine  dosages  that  produce  plasma  nicotine  levels  comparable  to 
human  smokers;  and  (5)  it  was  important  to  determine  whether  or  not  nicotine  exposure 
per  se  was  an  important  pharmacologic  variable  in  the  gateway  hypothesis.  The  dosages 
of  nicotine  that  were  used  in  this  experiment,  the  correlation  of  nicotine  dosages  in  rats 
with  dosages  found  in  human  smokers,  and  the  methods  for  nicotine  administration  are 
based  on  previous  reports  and  are  discussed  in  the  methods  section  of  this  dissertation. 

Possible  biologic  links  between  nicotine  exposure  and  subsequent  drug  use.  The 
opponent  process  theory  (Solomon  &  Corbitt,  1974)  may  help  explain  how  nicotine 
exposure  increases  opioid  consumption.  Specifically,  increased  opioid  consumption  may 
occur  when  repeated  exposure  to  nicotine  results  in:  (1)  a  decrease  in  the  rewarding 
effects  of  nicotine  (e.g.,  tolerance,  habituation;  response  A),  and  (2)  an  increase  in  the 
negative  effects  of  nicotine  administration  (e.g.,  withdrawal;  response  B).  Therefore, 
opioid  consumption  could  be  used  to  offset  the  negative  effects  of  nicotine  (i.e.,  response 
B). 

Subsequent  opioid  use  also  may  occur  as  a  result  of  cross-dependence,  cross- 
tolerance,  or  cross-sensitization  to  the  rewarding  actions  of  nicotine.  Specifically, 
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research  suggests  that  dopamine  plays  an  important  role  in  reward  processes  and  that  both 
nicotine  and  opioid  administration  increase  dopamine  in  the  brain  areas  (e.g.,  ventral 
tegmental  area,  nucleus  accumbens)  believed  to  be  important  in  drug-reward  processes 
(Bozarth  &  Wise,  1986;  Cox  &  Werling,  1990;  Di  Chiara  &  Imperato,  1988;  JafFe,  1990; 
Lindstrom  et  al.,  1995;  Nisell  et  al.,  1994;  Yoshida  et  al,  1993). 

Opioids 

Opium  is  a  crude  substance  derived  from  the  seed  pod  of  the  opium  poppy 
Papaver  somnifemm .  The  pod  is  sliced  after  the  flower  petals  have  dropped  and  a  white 
latex  oozes  from  the  incision.  Eventually,  the  latex  hardens  and  turns  brown  and  this 
sticky,  gum-like  substance  is  called  opium.  It  is  believed  that  the  plant  has  been  used  for 
over  6,000  years  and  its  use  in  Greek,  Roman,  and  Egyptian  cultures  has  been 
documented.  In  1803,  Sertumer,  a  German  pharmacist,  isolated  a  pure  alkaloid  substance 
from  opium  that  was  pharmacologically  active.  He  named  the  compound  "morphine"  after 
the  Greek  god  of  dreams,  Morpheus  (JafFe  &  Martin,  1990;  Way  &  Way,  1992). 

It  is  now  known  that  the  principal  alkaloid  in  opium  is  morphine.  Morphine  has 
been  used  clinically  for  over  a  hundred  years  because  of  its  ability  to  provide  relief  of 
severe  pain,  control  diarrhea,  treat  cough  and  insomnia,  and  diminish  anxiety.  Opioid 
analgesics  are  a  group  of  drugs  that  are  morphine-like  or  opium-like  in  their 
pharmacologic  properties.  This  drug  class  includes  both  natural  (e.g.,  morphine)  and 
semisynthetic  (e.g.,  heroin)  alkaloid  derivatives  from  opium.  Also  included  in  this  class  of 
drugs  are  synthetic  (e.g.,  methadone  and  fentanyl)  drugs  that  have  actions  which  mimic  the 
effects  of  morphine.  The  term  opioid  refers  to  all  substances,  natural,  semi-synthetic,  and 
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synthetic,  that  exert  morphine-like  actions,  whereas  the  term  opiate  is  used  to  describe 
drugs  that  are  derived  from  the  opium  alkaloids  (e.g.,  morphine).  Endogenous  opioid 
peptides  (i.e.,  opioipeptins)  such  as  endorphins,  enkephalins,  and  dynorphins  also  belong 
to  the  opioid  class  (JafFe  &  Martin,  1990). 

Opioid  drugs  are  used  clinically  to  alleviate  pain,  cough  suppression,  and  provide 
symptomatic  relief  of  diarrhea  (Cox,  1990;  JafFe  &  Martin,  1990).  Other  actions  of 
opioids  include  respiratory  depression,  euphoria,  sedation,  immunosuppression,  mood 
changes,  decreased  aggression,  drowsiness,  and  endocrinological  changes  (JafFe,  1985; 
JafFe  &  Martin,  1990;  Way  &  Way,  1992).  Tolerance  to  these  effects  occurs  with 
repeated  use  of  morphine  and  morphine-like  drugs.  Opioids  are  considered  the  gold 
standard  of  addictive  drugs  and  there  are  approximately  600,000  opioid  addicts  in  the 
United  States,  as  well  as  2,000,000  opioid  abusers.  Fentanyl,  a  potent  opioid  agonist,  was 
used  in  the  present  experiment. 

Fentanyl .  Fentanyl  is  a  strong,  synthetic  opioid  agonist  compound  whose  basic 
chemical  structure  is  a  phenylpiperidine  (see  Figure  2).  Fentanyl  was  first  synthesized  in 
the  1960s  and  it  is  the  parent  compound  in  the  fentanyl  subgroup  of  the  phenylpiperidines 
(e.g.,  alfentanil,  sufentanil).  The  fentanyls  were  introduced  into  the  United  States  in  the 
1970s  and  are  commonly  used  in  the  relief  pain  and  as  an  anesthetic  (Henderson,  1990). 

Opioids,  like  morphine  and  fentanyl,  act  at  receptors  that  are  located  in  the  brain, 
spinal  cord,  and  gastrointestinal  tract.  There  are  several  receptor  types  that  have  been 
characterized,  including  mu  (p),  delta  (6),  kappa  (k),  lambda  (A),  and  epsilon  (e) 
receptors  (Cox  &  Werling,  1991).  Studies  suggest  that  the  p  receptor  mediates  analgesia. 
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respiration,  and  thermoregulation.  More  recently,  it  has  been  suggested  that  the  mu 
receptor  subtype,  p^  plays  a  role  in  reward-mediated  behaviors  (like  drug-taking)  via 
dopaminergic  pathways  (Suzuki,  Funada,  Narita,  Misawa,  &  Nagase,  1993). 

Fentanyl  is  primarily  a  p-opioid  receptor  agonist  that  is  80-100  times  more  potent 
than  morphine  as  an  analgesic.  Fentanyl  is  a  small  molecule  with  a  pKa  of  7.7  and  it  has  a 
short  half-life  (approximately  3.7  hours).  Fentanyl  has  a  high  lipid  solubility  and, 
therefore,  it  crosses  the  blood-brain  barrier  rapidly  (within  a  few  minutes)  regardless  of  the 
route  of  entry  into  the  body.  Once  in  the  system,  fentanyl  is  quickly  absorbed  in  the 
gastrointestinal  tract  and  both  its  analgesic  effects  and  euphoric  effects  are  antagonized  by 
opioid  receptor  antagonists  such  as  naloxone  (Jaffe  &  Martin,  1990).  Chronic 
administration  of  fentanyl  results  in  drug  tolerance.  Specifically,  a  state  of  decreased 
responsiveness  to  the  pharmacologic  effect  of  the  drug  occurs  after  prior  exposure  to  the 
drug  (Cox,  1990). 

The  fentanyls  were  introduced  in  California  in  1979  as  illicit  drugs  (e.g.,  "China 
White"  or  "synthetic  heroin").  These  drugs  are  attributed  with  over  100  deaths  in  the 
1980s  and  fentanyl  is  abused  among  some  health  care  professionals.  Henderson  (1988) 
reported  that  fentanyl  was  the  primary  substance  abused  by  anesthesiologists  and  several 
clinicians  report  that  the  first  sign  of  fentanyl  addiction  is  death  by  drug  overdose  (David 
Hester,  personal  communication,  1996).  The  addiction  and  abuse  liability  of  fentanyl  is 
high  (Way  &  Way,  1992)  and  cessation  of  the  drug  in  dependent  humans  results  in  severe 
withdrawal  symptoms  that  last  from  7  to  10  days.  This  withdrawal  syndrome  is 
manifested  by  sympathetic  nervous  system  hyperactivity  such  as:  restlessness,  drug 
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craving,  yawning,  runny  nose,  chills,  fever,  loss  of  appetite,  insomnia,  hypertension, 
anxiety,  and  dysphoria  (Cox,  1990;  JafFe,  1985).  Opioid  withdrawal  can  be  precipitated 
either  by  cessation  of  drug-taking  or  injection  of  an  opioid  antagonist  (Le.,  naloxone  or 
naltrexone)  while  the  opioid  agonist  is  in  humans  and  animals  (JafFe  &  Martin,  1990; 
Klein,  Popke,  &  Grunberg,  1997;  Linseman,  1977;  Shaham,  Aivares,  Nespor,  & 
Grunberg,  1992;  Shaham,  Klein,  Aivares,  &  Grunberg,  1993). 

Because  of  its  pharmacokinetic  and  pharmacodynamic  properties,  fentanyl  is  an 
excellent  opioid  compound  to  use  in  animal  self-administration  paradigms.  Specifically,  it 
quickly  gets  into  the  system,  has  a  short  half-life,  and  therefore,  it  is  gone  by  the  time 
subjects  are  exposed  to  experimental  conditions  on  the  subsequent  day.  When  dissolved 
in  water,  fentanyl  hydrochloride  (HC1)  is  less  bitter-tasting  than  morphine  and  it  is  readily 
self-administered  orally  by  adult  male  and  female  rats  (Klein  et  al.,  1997;  Shaham  et  al., 
1992;  Shaham  et  al.,  1993). 

Stress 

The  earliest  systematic  investigation  of  stress  was  conducted  by  Cannon  in  the  late 
1920s  (Cannon,  1935).  Cannon  defined  stress  as  a  profile  of  emotional  and  physiological 
responses  to  danger  and  suggested  that  stress  results  in  a  disruption  of  homeostasis.  For 
Cannon,  the  sympathetic  nervous  system  and  the  adrenal  medulla,  in  particular,  were 
critical  in  the  body's  response  to  stress  that  he  labeled  the  “fight-or-flight”  response.  In 
addition,  stress  could  result  in  various  medical  problems.  It  is  now  known  that 
consequences  of  exposure  to  stress  can  include  pathophysiological  responses  (e.g., 
cardiovascular  diseases,  ulcers)  to  psychological  or  physical  stress  or  behavioral  responses 
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(e.g.,  drug-taking,  changes  in  eating  behavior)  to  stress  in  males  and  females  (Glass  & 
Singer,  1972;  Gottdiener  et  aL,  1994;  Grunberg  &  Straub,  1992;  Howell  &  Krantz,  1994; 
Klein  et  aL,  1997;  Krantz  et  aL,  1993;  Shaham  et  aL,  1992;  Shaham,  1993). 

Selye  (1955,  1956)  conceptualized  stress  based  on  his  work  with  different  physical 
stressors,  including  cold,  heat,  and  exercise.  Selye  emphasized  the  role  of  corticosteroids 
and  the  resulting  pathophysiological  responses.  He  concluded  that  any  and  all  stressors 
elicit  a  “General  Adaptation  Syndrome”  (GAS),  characterized  by  adrenal  enlargement, 
thymus  gland  shrinkage,  and  gastrointestinal  ulcers  (Selye,  1955,  1956).  The  GAS 
consists  of  three  sequential  stages  of  response,  namely:  an  initial  alarm  reaction;  a  stage  of 
resistance;  and  exhaustion  if  the  stressor  is  prolonged.  The  initial  alarm  reaction  is  when 
the  organism  is  first  exposed  to  the  stressor  and  prepares  to  resist  it.  Adrenal  activity 
increases  during  this  initial  stage.  During  the  stage  of  resistance  the  organism  repeatedly 
attempts  to  deal  with  the  stressor.  If  adaptation  to  the  stressor  is  not  achieved,  then  the 
organism's  body  enters  a  state  of  exhaustion  in  which  there  is  a  depletion  of  the  body's 
adaptive  reserves. 

Mason  (1974,  1975a,  1975b)  challenged  the  idea  that  there  is  a  non-specific 
response  to  all  stressors  and  that  the  stress  response  is  unidimensional.  Mason  reported 
that  different  stressors  result  in  different  endocrinological  profiles.  In  addition.  Mason 
(1975b)  suggested  that  psychological  factors,  such  as  predictability,  controllability,  and 
perceived  control,  may  alter  the  stress  response. 

Lazarus  (1966)  and  Lazarus  and  Folkman  (1990)  emphasized  that  perception  and 
appraisal  of  the  stressor  are  critical  to  elicit  the  stress  response.  According  to  these 
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psychologists,  unless  the  stressor  is  perceived  as  stressful,  there  will  not  be  a  stress 
response.  Based  on  initial  appraisal,  a  stressor  can  elicit  different  behavioral  and 
psychological  coping  processes. 

Modem  concepts  of  stress  hold  that  stressors  can  be  psychological,  physical,  or 
environmental  events  that  can  threaten  the  organism's  safety  (Baum,  Singer,  &  Baum, 
1981).  Stress  is  considered  to  be  a  process  that  includes  three  important  elements: 
stressors,  stress  responses,  and  factors  that  may  mediate  the  effects  of  stress  on  the 
organism  (Baum,  1990;  Baum,  Grunberg,  &  Singer,  1982;  Cohen  et  al.,  1982;  Grunberg 
&  Singer,  1 990).  Stressors  are  defined  as  events  (perceived  or  real)  that  disrupt  the 
homeostasis  of  an  organism.  The  disruption  of  this  homeostasis  is  called  the  stress 
response.  The  stress  response  can  be  manifested  on  several  levels:  (1)  physiological,  such 
as  increased  catecholamine  or  corticosteroid  secretions  and  increased  blood  pressure  and 
heart  rate;  (2)  psychological,  such  as  depression  or  anxiety;  and  (3)  behavioral,  such  as 
decreased  performance  on  cognitive  tasks,  decreased  persistence  on  frustrating  tasks,  and 
decreased  attention  (Baum,  1990;  Baum  et  al.,  1987;  Cohen  et  al.,  1986).  Factors  that 
may  mediate  the  effects  of  stress  on  the  organism  range  from  individual  factors  such  as 
personality  traits,  coping  mechanisms,  cognitive  appraisal,  and  genetic  predispositions,  to 
environmental  and  social  factors  such  as  social  support  and  predictability  (Baum  et  al., 
1982;  Baum  et  al.,  1987;  Glass  &  Singer,  1972;  Singer  &  Davidson,  1990).  Because  the 
stress  response  occurs  on  several  levels,  investigators  have  argued  that  the  best  approach 
for  evaluation  of  stress  responses  is  assessment  of  stress  responses  on  many  levels  (Baum 
et  al.,  1982;  Grunberg  &  Singer,  1990;  Baum  &  Grunberg,  1995).  For  example,  self- 
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reports  of  mood  and  stress,  performance,  behaviors  (e.g.,  smoking,  eating,  drug-taking), 
physiological  responses  (e.g.,  blood  pressure,  heart  rate),  and  biochemical  responses  (e.g., 
catecholamines,  endogenous  opioid  peptides)  can  be  used  together  to  provide  an  overall 
picture  of  stress  responding  both  in  the  natural  setting  and  in  the  laboratory,  in  humans 
and  animals.  Underlying  neurobiologic  mechanisms  play  a  role  in  stress  responses  and 
animal  models  are  a  valuable  tool  to  help  examine  the  relationships  between  stress, 
behavioral,  biochemical,  and  biological  responses. 

Animal  investigations  of  stress  and  opioid  consumption  Clinical  reports  and 
observations  suggest  that  there  is  a  positive  relationship  between  stress  and  drug  use. 
These  reports  also  suggest  that  stress  might  play  an  important  role  in  drug  relapse 
(Kosten,  Rounsaville,  &  BCleber,  1986;  O'Doherty,  1991;  Shiftman  &  Wills,  1985; 
Whitehead,  1 974).  Unfortunately,  these  studies  are  limited  by  small  sample  sizes, 
insufficient  control  groups,  and  inadequate  appraisal  of  stress  responses  (i.e., 
psychological,  physiological,  and  behavioral  assessment).  In  addition,  epidemiological 
studies  provide  correlational  information  that  does  not  allow  for  causal  explanations  to  be 
addressed.  Therefore,  a  causal  relationship  between  stress  and  substance  abuse  cannot  be 
determined  from  these  studies  (Hall,  Havassy,  &  Wasserman,  1990;  ODoherty  &  Davies, 
1987).  A  few  investigators  have  considered  mechanisms  that  might  mediate  the  stress- 
substance  abuse  relationship  in  humans  (Grunberg  &  Baum,  1985;  Hall  et  al.,  1990; 
ODoherty  &  Davies,  1987).  In  addition,  there  are  sex  differences  in  the  use  and  abuse  of 
licit  and  illicit  drugs  (Grunberg  et  al.,  1991;  Lex,  1991). 

Animal  paradigms  of  drug  self-administration  are  useful  because  naive  subjects  can 
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be  given  access  to  addictive  drugs  and  the  effects  of  stress  on  drug  consumption  can  be 
evaluated  directly.  In  the  past,  opioids  were  the  gold  standard  to  evaluate  drug  addiction. 
Dib  and  colleagues  (Dib  &  Duclaux,  1982;  Dib,  1985)  were  the  first  investigators  to 
conduct  investigations  on  physical  stress  and  opioid  consumption  in  rats.  These 
investigators  reported  an  increase  in  morphine  self-administration  by  male  rats  during  a 
footshock  stressor.  Because  drug  consumption  was  evaluated  during  footshock  exposure 
and  because  morphine  has  analgesic  effects,  it  is  possible  that  the  observed  increase  in 
drug  consumption  by  the  subjects  was  to  decrease  discomfort  of  the  stressor,  rather  than 
to  experience  the  reinforcing  effects  of  the  morphine. 

In  order  to  minimize  the  confounding  effects  of  painful  stress  on  opioid 
consumption,  Grunberg  and  colleagues  (Shaham  et  al.,  1992;  Shaham  et  al.,  1993;  Klein  et 
al.,  1993;  Klein  et  al.,  1997)  developed  additional  animal  paradigms  to  investigate  the 
effects  of  stress  on  opioid  consumption  in  adult  rats.  Specifically,  a  series  of  experiments 
were  designed  to  examine  oral  opioid  (morphine  and  fentanyl)  consumption  following 
stressor  exposure  (immobilization,  unpredictable  footshock,  predictable  footshock).  It 
was  hypothesized  that  assessment  of  drug  consumption  following  cessation  of  the 
stressors  would  provide  a  better  model  of  drug-taking  behavior  for  the  reinforcing  effects 
of  the  opioids  that  was  not  related  to  the  analgesic  property  of  the  drugs. 

Shaham  et  al.  (1992)  reported  that  immobilization  (IM)  stress,  prior  to  drug 
availability,  increased  home  cage  oral  consumption  of  both  morphine  and  fentanyl  over  no¬ 
stress  control  conditions  in  male  rats.  The  next  experiment  extended  this  initial  study  by 
examining  the  effects  of  a  different  stressor  (footshock)  on  opioid  (fentanyl)  consumption 
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in  an  operant  paradigm  (Shaham  et  al.,  1993).  The  results  suggest  that  male  rats  "work" 
harder  for  an  opioid  reinforcer  following  stress  than  they  do  following  no-stress.  In 
addition,  responses  for  an  equally  bitter  solution  (quinine)  or  water  following  stress 
extinguished  when  these  solutions  were  substituted  for  the  opioid  solution.  These  results 
suggest  that  the  observed  increase  in  responding  for  the  opioid  solution  following  stress 
was  a  result  of  the  effects  of  the  drug  rather  than  a  non-specific  increase  in  activity  (e.g., 
lever  responding  behavior),  thirst  (responding  for  water),  or  change  in  taste  sensitivity 
(responding  for  quinine  solution). 

In  order  to  examine  whether  or  not  this  paradigm  could  be  used  for  females,  the 
next  study  examined  the  effects  of  footshock  on  fentanyl  consumption  in  female  rats 
(Klein,  Shaham,  Alvares,  &  Grunberg,  1993).  This  study  found  that  female  rats  consumed 
more  fentanyl  following  stress  than  they  did  following  no-stress  conditions. 

The  next  study  in  this  series  was  designed  to  replicate  these  previous  findings  and 
to  examine  whether  or  not  a  psychological  variable  (predictability)  could  mediate  drug 
consumption  in  rats  (Klein  et  al.,  1997).  Specifically,  adult  male  and  female  rats  were 
exposed  to  either  predictable  or  unpredictable  footshock  and  subsequent  fentanyl 
consumption  was  measured.  Results  suggest  that,  regardless  of  stressor  condition, 
females  self-administered  significantly  more  fentanyl  than  did  males.  This  main  effect  for 
sex  began  on  the  third  day  of  drug  exposure  and  continued  throughout  the  experiment. 

This  sex  difference  replicated  results  from  an  earlier  experiment  using  adult  male  and 
female  rats  in  different  environmental  conditions  (Alexander,  Beyerstein,  Hadaway,  & 
Coambs,  1981;  Alexander,  Coambs,  &  Hadaway,  1978;  Bozarth,  Murray,  &  Wise,  1989; 
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Marks-Kaufinan  &  Lewis,  1984).  Surprisingly,  following  naloxone  challenge  (i.e.,  opioid 
antagonism),  male  rats  exhibited  significantly  more  withdrawal  symptoms  following 
injection  than  did  females,  despite  lower  amounts  of  fentanyl  consumption.  In  addition, 
animals  exposed  to  predictable  footshock  stress  self-administered  more  fentanyl  than  did 
animals  exposed  to  unpredictable  footshock.  Following  a  drug  washout  period  and 
extinction  of  responding  for  the  reinforcer,  animals  were  re-exposed  to  predictable  or 
unpredictable  footshock  and  were  allowed  to  respond  for  the  fentanyl  solution.  Again, 
females  self-administered  significantly  more  fentanyl  than  did  the  males  during  this  relapse 
phase.  However,  the  effect  for  predictability  was  not  there.  This  finding  indicated  that 
predictability  might  play  an  important  role  in  mediating  drug  self-administration  during 
maintenance  of  drug-taking  behavior,  but  that  it  plays  a  less  important  role  in  drug  relapse. 
These  animal  data  are  consistent  with  human  reports  that  predictability  has  beneficial 
effects  (e.g.,  increased  performance  and  persistence  on  cognitive  tasks)  under  acute 
conditions  compared  to  unpredictable  stress  (e.g..  Glass  &  Singer,  1972),  but  that 
exposure  to  a  chronic,  predictable  stressor  might  have  greater  stress  effects  (i.e., 
biochemical  &  behavioral)  than  would  an  unpredictable  stressor  (Abbott,  Schoen,  & 

Badia,  1984;  Arthur,  1986;  McKinnon,  Weisse,  Reynolds,  Bowles,  &  Baum,  1989). 

Next,  a  study  was  designed  to  examine  sex  differences  in  sensitivity  to  footshock 
stress  and  the  blockade  of  endogenous  opioid  peptides  to  examine  whether  or  not  sex 
differences  in  fentanyl  self-administration  are  a  result  of  differential  sensitivity  to  the  shock 
stimulus  (Popke,  Klein,  Alvares,  &  Grunberg,  1994).  The  behavioral  data  indicate  that 
males  and  females  are  equally  stressed  by  this  shock  amplitude  and  that  the  differences  in 
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drug  self-administration,  are  not  a  result  of  sex  differences  in  stressor  sensitivity. 

The  final  study  in  this  series  was  designed  to  examine  the  effects  of  a  non-painful, 
social  stressor  (crowded  versus  individually  housed  conditions)  on  fentanyl  consumption 
in  male  and  female  rats  (Brown,  Klein,  Rahman,  &  Grunberg,  1995).  Based  on  Brown 
and  Grunberg  (1995),  it  was  hypothesized  that  individually  housed  females  would  be  more 
stressed  than  would  crowded  females  (as  indexed  by  plasma  corticosterone),  but  that 
crowded  males  would  be  more  stressed  than  would  individually-housed  males.  Using  the 
home  cage  oral  opioid  self-administration  paradigm  from  Shaham  et  al.  (1993),  this 
experiment  found  that  non-stressed  females  (i.e.,  crowded)  consumed  more  fentanyl  than 
did  stressed  females  (i.e.,  individually  housed)  and  that  both  groups  of  females  self- 
administered  more  fentanyl  than  did  stressed  and  non-stressed  males.  This  gender 
difference  in  opioid  self-administration  is  consistent  with  Alexander  and  colleagues 
(Alexander  et  al.,  1981;  Alexander  et  al,  1978)  and  Klein  et  al.  (1997).  Along  with  other 
recent  experiments  with  adult  male  rats  (Shaham,  1993;  Shaham  &  Stewart,  1994,  1995), 
these  results  indicate  that  a  causal  relationship  exists  between  stress  and  opiate  self¬ 
administration  that  is  not  related  to  the  analgesic  properties  of  these  drugs,  that  this  effect 
of  stress  occurs  across  different  types  of  stressors,  and  that  sex  differences  in  opioid 
consumption  exist.  It  is  noteworthy  that  all  of  these  studies  used  only  adult  animals. 

As  discussed  earlier,  no  studies  on  the  gateway  hypothesis  have  evaluated  the  role 
that  stress  may  play  in  affecting  opioid  consumption.  However,  in  light  of  human  and 
animal  reports  that  stress  influences  drug  consumption  and  that  there  are  possible  sex 
differences  in  these  effects,  the  present  experiment  also  examined  the  effects  of  stress  on 
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opioid  consumption  in  adult  male  and  female  rats  with  and  without  a  history  of  nicotine 
exposure.  It  is  noteworthy  that,  like  nicotine  and  opioid  administration,  stress  activates 
the  ventral  tegmental  area  (i.e.,  dopaminergic  pathway  activation)  and  may  be  a 
mechanism  by  which  stress  is  related  to  opioid  use  (Grunberg,  1994).  Specifically,  half  of 
the  animals  were  exposed  to  immobilization  stress  every  day  prior  to  access  to  an  opioid 
solution.  Reports  indicate  that  male  and  female  rats  repeatedly  exposed  to  this  stressor  (at 
least  14  days)  display  increases  in  biochemical  (e.g.,  corticosterone,  ACTH,  prolactin) 
indicative  of  a  stress  response,  regardless  of  opioid  consumption  (Kant  et  al.,  1983;  Kant, 
Leu,  Anderson,  &  Mougey,  1987;  Raygada,  Shaham,  Nespor,  Kant,  &  Grunberg,  1992; 
Shaham  et  al.,  1992).  These  findings  suggest  that  biochemical  responses  of  rats  do  not 
habituate  following  repeated  exposure  to  this  physical  stressor  and,  therefore,  it  could  be 
used  in  the  present  experiment. 


OVERVIEW 


The  purpose  of  the  present  experiment  was  to  examine  the  effects  of  nicotine 
administration  during  adolescence  on  subsequent  opioid  self-administration  (SA)  in  male 
and  female  rats.  The  present  experiment  also  examined  the  effects  of  nicotine 
administration  on  the  subsequent  effects  of  stress  and  no-stress  on  opioid  SA  using  a  3 
(nicotine)  x  2  (sex)  x  2  (stress)  experimental  design  (see  Table  1).  Specifically,  41-day-old 
rats  received  saline  (n  =  40),  6  mg  of  nicotine  /kg/day  (n  =  40),  or  12  mg  of 
nicotine/kg/day  (n  =  40)  by  osmotic  minipump  for  24  hours/day  for  19  days.  Then, 
following  a  7-day  drug  cessation  period,  rats  were  provided  fentanyl  solution  in  their 
home  cages  and  drug  consumption  was  evaluated  every  day  for  4  weeks.  Throughout  the 
opioid  self-administration  phase  of  the  experiment,  rats  received  either  20  minutes  of 
immobilization  stress  each  day  (n  =  60)  or  no-stress  (n  =  60)  prior  to  the  opioid 
availability.  In  addition  to  drug  consumption,  body  weight  and  food  and  water 
consumption  were  measured  throughout  the  experiment.  For  males,  it  was  hypothesized 
that  nicotine  exposure  would  increase  subsequent  opioid  self-administration  in  a  positive, 
linear,  dose-dependent  manner.  For  females,  it  was  hypothesized  that  nicotine  exposure 
would  be  related  to  subsequent  opioid  self-administration  by  an  inverted-U  shaped 
function.  With  respect  to  the  effects  of  stress,  it  also  was  hypothesized  that 
immobilization  stress  would:  increase  opioid  SA  by  males  compared  with  non-stressed 
males;  and  decrease  opioid  SA  by  females  compared  with  non-stressed  females.  It  also 
was  hypothesized  that  female  rats  would  SA  more  opioid  solution  than  would  male  rats, 
regardless  of  previous  nicotine  exposure. 
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HYPOTHESES 


There  were  two  major,  original  hypotheses  and  six  additional  hypotheses  that  were 
based  on  predictions  to  replicate  and  extend  previous  findings.  Major  Hypothesis  1 
addresses  the  gateway  hypothesis.  Major  Hypothesis  2  addresses  the  relationship  between 
stress  and  drug  self-administration. 

Major  Hypotheses 

Major  Hypothesis  /:  It  was  hypothesized  that  nicotine  exposure  would  increase 
subsequent  fentanyl  self-administration  and  that  the  dose-effects  would  differ  in  male  and 
female  rats.  Specifically,  male  rats  previously  exposed  to  saline  would  self-administer 
lower  amounts  of  fentanyl  than  would  male  rats  previously  exposed  to  6  mg 
nicotine/kg/day  and  that  both  of  these  groups  of  animals  would  self-administer  lower 
amounts  of  fentanyl  than  would  male  rats  previously  exposed  to  12  mg  nicotine/kg/day. 
Female  rats  previously  exposed  to  6  mg  nicotine/kg/day  would  self-administer  more 
fentanyl  than  would  female  rats  previously  exposed  to  saline  or  to  12  mg  nicotine/kg/day. 

Rationale :  The  gateway  hypothesis,  based  on  epidemiologic  data,  holds  that 
cigarette  smoking  precedes  self-administration  of  illicit  drugs,  including  opioids  (Blaze- 
Temple  &  Lo,  1992;  Kandel,  1975;  Kandei  et  al.,  1978;  Kandel,  &  Yamaguchi,  1985; 
Kandel  &  Yamaguchi,  1993;  Kandel  et  al.,  1992;  Newcomb  &  Bentler,  1986).  Because 
nicotine  is  the  primary  active  pharmacologic  agent  in  tobacco,  it  was  hypothesized  that 
nicotine  exposure  would  result  in  subsequent  increases  in  opioid  self-administration.  The 
linear  dose-response  prediction  follows  from  reports  that  males  respond  in  a  linear  dose- 
response  fashion  to  various  effects  of  nicotine  administered  via  osmotic  minipump  across 
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the  dose  range  used  in  the  present  experiment  (Winders  &  Grunberg,  1989).  An  inverted 
U-shaped  curve  was  predicted  for  females  because  females  may  be  more  sensitive  to  the 
effects  of  nicotine  (Battig  et  al.,  1982;  Silverstein  et  al.,  1980;  Rosecrans,  1971; 

Rosecrans,  1972;  Grunberg  et  al.,  1991)  and  nicotine,  reportedly,  has  stimulatory  and  then 
depressive  effects  as  the  dosage  increases  (USDHHS,  1988;  Voile  &  Koell,  1975). 

Major  Hypothesis  2:  It  was  hypothesized  that  immobilization  stress  would  alter 
opioid  self-administration.  Specifically,  stress  would  increase  opioid  self-administration  by 
male  rats  compared  with  non-stressed  male  rats,  regardless  of  prior  nicotine  or  saline 
exposure.  In  contrast,  immobilization  stress  would  decrease  opioid  self-administration  by 
female  rats  compared  with  non-stressed  female  rats,  regardless  of  previous  nicotine  or 
saline  exposure. 

Rationale :  Previous  investigations  (Shaham  et  al.,  1992;  Shaham  et  al.,  1993) 
report  that  stress  (e.g.,  footshock,  immobilization)  increases  opioid  self-administration  by 
male  rats  compared  with  no-stress  control  conditions.  Brown,  Klein,  Rahman,  and 
Grunberg  (1995)  reported  that  non-stressed  (i.e.,  crowded  housing  conditions)  female  rats 
self-administer  significantly  more  fentanyl  than  do  stressed  female  rats. 

Hypotheses  Made  To  Replicate  and  Extend  Previous  Reports 

Hypothesis  1  addresses  predicted  differences  between  males  and  females  in  opioid 
self-administration.  Hypotheses  2  and  3  address  predictions  regarding  opioid  withdrawal. 
Hypothesis  4  addresses  stress,  sex,  and  plasma  corticosterone.  Hypotheses  5  and  6 
address  predictions  regarding  nicotine  and  body  weight. 

Hypothesis  I:  It  was  hypothesized  that  female  rats  would  self-administer  more 
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opioid  solution  than  would  male  rats,  regardless  of  previous  nicotine  exposure. 

Rationale :  Previous  reports  indicate  that  female  rats  self-administer  significantly 
more  fentanyl  than  do  male  rats,  regardless  of  physical  stressor  (Klein  et  al,  1997)  or 
social  crowding  (Alexander,  Coambs,  &  Hadaway,  1978;  Brown  et  al.,  1995)  conditions. 
Therefore,  female  rats  exposed  to  nicotine  or  saline  should  self-administer  greater  amounts 
of  the  fentanyl  solution  than  would  male  rats  exposed  to  nicotine  or  saline. 

Hypothesis  2:  It  was  hypothesized  that  male  rats  would  exhibit  greater  opioid 
withdrawal  behaviors  in  response  to  opioid  antagonism  than  would  female  rats  despite 
lower  amounts  of  fentanyl  self-administration  by  male  rats. 

Rationale :  Klein  et  al.  (1997)  reported  that  male  rats  exposed  to  stress  (i.e., 
footshock)  and  fentanyl  solution  exhibited  greater  opioid  withdrawal  behaviors  in  response 
to  naloxone  challenge  than  did  female  rats,  despite  lower  amounts  of  fentanyl  SA  by  male 
rats. 

Hypothesis  3:  It  was  hypothesized  that  male  rats  exposed  to  immobilization  stress 
would  exhibit  a  greater  number  of  withdrawal  behaviors  in  response  to  naloxone  challenge 
(i.e.,  opioid  antagonism)  than  would  male  rats  not  exposed  to  stress,  female  rats  exposed 
to  immobilization  stress,  and  female  rats  not  exposed  to  stress. 

Rationale :  Popke,  Klein,  Alvares,  and  Grunberg  (1994)  reported  that  naloxone 
injection  following  footshock  stress  increases  freezing  (an  index  of  stress)  by  male  rats  but 
not  by  female  rats. 

Hypothesis  4:  It  was  hypothesized  that  rats  exposed  to  immobilization  stress 
would  have  higher  levels  of  plasma  corticosterone  than  would  rats  that  were  not 
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immobilized.  In  addition,  it  was  hypothesized  that  female  rats  exposed  to  immobilization 
stress  would  have  greater  levels  of  plasma  corticosterone  than  would  male  rats  exposed  to 
immobilization  stress. 

Rationale :  Previous  studies  indicate  that  animals  repeatedly  exposed  to 
immobilization  stress  (at  least  14  days),  regardless  of  opioid  self-administration,  have 
higher  plasma  corticosterone,  adrenocorticotrophin  hormone  (ACTH),  and  prolactin  levels 
than  do  animals  not  exposed  to  stress  (Kant  et  ai.,  1983;  Kant  et  al.,  1987;  Raygada  et  aL, 
1992;  Shaham  et  al.,  1992).  Also,  stressed  female  rats  have  greater  levels  of  plasma 
corticosterone  than  do  stressed  male  rats  (Brown  &  Grunberg,  1995;  Kant  et  al.,  1983; 
Klein  etal.,  1997). 

Hypothesis  5.  It  was  hypothesized  that  rats  exposed  to  nicotine  would  gain  less 
weight  during  the  nicotine  exposure  phase  of  the  experiment  than  would  rats  exposed  to 
saline  and  that  this  weight  difference  would  be  greater  in  female  rats. 

Rationale :  It  is  well-established  that  nicotine  administration  is  inversely  related  to 
body  weight  and  that  the  effect  is  greater  for  females  (Grunberg,  1992;  Winders  & 
Grunberg,  1989). 

Hypothesis  6 .  It  was  hypothesized  that  rats  exposed  to  nicotine  would  gain  more 
weight  during  the  nicotine  abstinence  phase  of  the  experiment  than  would  animals  exposed 
to  saline  and  that  this  weight  difference  would  be  greater  in  female  rats. 

Rationale :  It  is  well-established  that  nicotine  cessation  results  in  significant  weight 
gain  and  that  this  effect  is  greater  for  females  (Grunberg,  1992;  Winders  &  Grunberg, 
1989). 


METHODS 


Subjects 

Subjects  were  60  female  and  60  male  Wistar  rats  (Charles  River  Laboratories, 
Wilmington,  MA).  Wistar  rats  were  the  subjects  because  they  consume  fentanyl  solution 
in  various  laboratory  settings  similar  to  the  present  experiment  (Brown  et  al.,  1995;  Klein 
et  al.,  1997;  Klein  et  al.,  1993;  Shaham  et  al.,  1992;  Shaham,  1993).  The  sample  size  was 
based  on  empirical  investigations  that  used  similar  self-administration  paradigms  and 
reported  statistically  significant  findings  with  sample  sizes  per  cell  of  10  animals  or  less 
(Brown  et  al.,  1995;  Klein  et  al.,  1997;  Klein  et  al.,  1993;  Shaham  et  al.,  1992;  Shaham, 
1993).  All  rats  were  approximately  33  days  old  and  weighed  50-75  g  at  the  beginning  of 
the  experiment.  This  age  was  selected  to  ensure  that  subjects  were  premature 
("adolescent")  during  nicotine  or  saline  administration  (42-60  days  old)  and  that  subjects 
were  young  adults  (66-99  days  old)  during  the  opioid  self-administration  phases  (i.e., 
initiation,  maintenance)  of  the  experiment.  In  addition,  significant  results  have  been 
reported  on  behavioral  responses  (e.g.,  acoustic  startle  response  (ASR)  and  inhibition  of 
ASR)  with  nicotine  administration  in  male  rats  in  this  age  range  (39-42  days)  (Acri, 
Brown,  Saah,  &  Grunberg,  1995).  Wistar  rats  are  considered  sexually  mature  at  8-10 
weeks  (females)  or  10-12  weeks  (males)  of  age  at  which  time  they  weigh  180-200  g 
(females)  or  350-400  g  (males).  Animals  were  individually  housed  in  standard  shoebox 
cages  (35.6  cm  x  15.2  cm  x  20.3  cm)  on  absorbent  cellulosic  fiber  contact  bedding  (Cell- 
Sorb  Plus™)  during  the  nicotine  exposure  phase  of  the  experiment  and  on  absorbent 
hardwood  chip  contact  bedding  (Pine-Dri)  at  all  other  times.  The  animal  room  was 
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maintained  at  23  °  C,  50%  relative  humidity,  on  a  12-hour  light/dark  cycle  (lights  on  at 
0700  hours).  Throughout  the  experiment,  animals  had  continuous  access  to  standard 
laboratory  food  pellets  (Harlan  Teklad  4%  Mouse/Rat  Diet  7001)  through  a  stainless  steel 
wire-bar  lid  with  slotted  feeders.  Tap  water  was  used  as  the  water  source  and  to  make  the 
fentanyl  solution. 

Drugs 

Nicotine  dihydrochloride.  Nicotine  dihydrochloride  solution  (dissolved  in 
physiological  saline)  or  physiological  saline  (control)  was  administered  using  Alzet  mini- 
osmotic  pumps  (see  Figure  3;  Model  2002,  Alza  Corporation).  Minipumps  were  filled 
with  nicotine  solution  (see  Appendix  I)  or  saline  and  delivered  the  solution  at  a  rate  of  0.5 
pl/hour  (Theeuwes  &  Yum,  1977).  Dosages  of  12  mg  nicotine  base/kg/day,  6  mg  nicotine 
base/kg/day,  or  0  mg/kg/day  were  used.  These  nicotine  dosages  were  selected  on  the 
basis  of  previous  studies  of  nicotine  and  body  weight,  food  consumption,  behavioral 
responses  (e.g.,  acoustic  startle  response)  and  biochemical  responses  (e.g.,  insulin, 
glucose,  catecholamines)  (Acri  et  al.,  1995;  Acri,  Grunberg,  &  Morse,  1991;  Grunberg  et 
al.,  1985;  Grunberg  et  al.,  1988;  Grunberg,  Winders,  &  Popp,  1987). 

This  drug  administration  paradigm  and  these  doses  have  been  used  extensively  in 
rats  and  have  been  reported  to  yield  results  that  are  comparable  with  effects  of  smoking  by 
humans  (Acri  et  al.,  1995;  Acri  et  al.,  1991;  Grunberg,  1982;  Grunberg  et  al.,  1984; 
Grunberg,  1992;  Winders  &  Grunberg,  1989).  The  average  cigarette  smoker  smokes 
about  1-2  packs  or  20-40  cigarettes  a  day.  Pharmacokinetic  studies  suggest  that  1-2 
pack/day  smokers  have  venous  plasma  nicotine  levels  of  about  50  ng/ml  and  arterial 
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plasma  levels  of  approximately  100-150  ng  of  nicotine/ml  (Benowitz,  1987). 

Investigations  with  rats  have  used  trunk  blood  which  contains  mostly  arterial  blood. 
Published  reports  with  male  rats  suggest  that  the  6  mg  nicotine/kg/day  minipump 
preparation  yields  plasma  nicotine  levels  of  approximately  100  ng/ml,  similar  to  the 
average  human  smoker  (Richardson  &  Tizabi,  1994).  Other  pharmacokinetic  studies 
indicate  that  exposure  to  12  mg  nicotine/kg/day  via  minipump  results  in  plasma  nicotine 
levels  of  about  450  ng/ml  (range:  200-900  ng/ml)  in  male  rats  (as  assayed  by  N.  Benowitz; 
N.  Grunberg,  personal  communication,  March,  1996).  This  plasma  value  is  higher  than 
that  found  in  the  average  smoker.  However,  it  has  been  suggested  that  a  ratio  of  8: 1 
should  be  taken  into  consideration  when  comparing  drug  plasma  levels  in  rats  with  that 
found  in  humans  (A.  Alvares,  personal  communication,  April,  1996).  Examination  of 
possible  gender  differences  in  the  pharmacokinetics  of  nicotine  suggests  that  male  smokers 
metabolize  and  excrete  nicotine  more  rapidly  than  do  female  smokers  (Benowitz,  Kuyt,  & 
Jacob,  1984).  The  present  experiment  included  both  nicotine  dosages  because  of  studies 
of  nicotine  in  rats  that  have  yielded  behavioral  (e.g.,  food  consumption,  acoustic  startle 
response)  and  biochemical  responses  (e.g.,  catecholamines)  that  are  similar  to  effects  of 
nicotine  in  humans  (Acri  et  al.,  1995;  Acri  et  al.,  1991;  Gritz  et  al.,  1989;  Grunberg, 

1992;  Grunberg  et  al.,  1985;  Grunberg  et  al.,  1988;  Grunberg  et  al.,  1987;  Kiesges  & 
Klesges,  1988;  Kiesges  et  al.,  1989). 

Fentcmyl  hydrochloride.  Fentanyl  hydrochloride  (HCl)  (Mallinckrodt  Chemicals, 
Inc),  in  a  concentration  of  50  pg/ml  dissolved  in  tap  water  was  used.  Previous  studies 
report  that  adult  female  and  male  rats  self-administer  this  concentration  of  fentanyl-HCl 
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solution  orally  (Shaham  et  al.,  1993;  Klein  et  al,  1993;  Klein  et  al.,  1997).  A  recent 
report  suggests  that  immobilization  stress  does  not  alter  fentanyl  metabolism  in  male 
Wistar  rats  (Cheriathundam,  Shaham,  Klein,  Grunberg,  &  Alvares,  1996). 

Naloxone  hydrochloride.  Opioid  withdrawal  syndrome  was  precipitated  by 
intraperitoneal  (IP)  injection  of  1.5  mg/kg  naloxone-HCl  (DuPont  Pharmaceutical)  based 
on  the  procedures  of  Shaham  et  al.  (1993),  Popke  et  al.  (1994),  and  Klein  et  al.  (1997). 
Naloxone-HCl,  suspended  in  0.86%  NaCl  solution  in  a  concentration  of  0.4  mg/ml,  was 
used. 

Stress  Manipulation 

Animals  in  the  stress  condition  (n  =  60)  were  restrained  in  Centrap  restraint  cages 
(Fischer  Scientific)  for  a  period  of  20  minutes  based  on  the  procedures  of  Raygada  et  al. 
(1992)  and  Shaham  et  al.  (1992).  Animals  were  placed  in  the  finger-like  apparatus  and  the 
cage  was  tightened  until  the  animal's  movements  are  restricted  but  not  enough  to  cause 
pinching  or  pain.  Earlier  reports  indicate  that  repeated  exposure  to  this  restraint 
procedure  for  at  least  14  days,  with  or  without  concurrent  opioid  administration,  results  in 
a  reliable  increase  in  biochemical  responses  thought  to  be  indicative  of  a  stress  response 
(e.g.,  corticosterone,  ACTH,  prolactin)  (Kant  et  al.,  1983;  Kant,  Leu,  Anderson,  & 
Mougey,  1987;  Raygada  et  al.,  1992;  Shaham  et  al.,  1992). 

Procedure 

Table  2  presents  the  timeline  of  the  experiment  and  the  associated  ages  of  the  rats 
during  each  phase  of  the  experiment.  The  experiment  was  conducted  in  seven  phases:  (1) 
baseline;  (2)  nicotine  or  saline  exposure;  (3)  cessation  of  nicotine  or  saline;  (4)  opioid 
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initiation;  (5)  opioid  maintenance;  (6)  opioid  abstinence;  and  (7)  measurement  of 
corticosterone.  Animals  were  exposed  to  either  immobilization  stress  (IM)  or  no-stress 
during  the  two  phases  of  the  experiment  with  opioid  availability  (i.e.,  phases  4  and  5). 
Prior  to  the  baseline  phase,  animals  were  gentled  for  approximately  5  minutes  a  day  for  3 
days.  Body  weight,  food  and  water  consumption  were  measured  and  recorded  throughout 
the  experiment. 

Baseline .  Rats  were  handled  and  food  and  water  consumption  and  body  weight 
were  measured  daily.  After  the  5-day  baseline  period  (days  4-8),  subjects  were  assigned 
to  experimental  groups  based  on  food  and  water  consumption  and  body  weight  to  ensure 
that  the  treatment  groups  within  each  sex  did  not  differ  significantly  from  one  another. 

Nicotine  or  saline  exposure .  Following  baseline,  osmotic  minipumps  containing 
either  saline  or  nicotine  were  implanted  (day  9)  into  all  subjects  based  on  procedures 
reported  in  the  literature  and  used  in  this  laboratory  (Acri  et  al.,  1995;  Acri  et  al.,  1991; 
Grunberg,  1982;  Grunberg  et  al.,  1984;  Grunberg,  Popp,  &  Winders,  1988;  Grunberg  et 
al.,  1987).  Specifically,  animals  were  anesthetized  by  exposure  to  a  methoxyflurane- 
soaked  (Metophane®,  Pitman-Moore,  Inc.)  gauze  pad  in  a  closed  bell-jar  within  a  vented 
fume  hood.  Next,  a  4  x  4  cm  area  between  the  withers  was  shaved,  sterilized  with 
betadine,  and  a  2  cm  mid-line  horizontal  incision  was  made  approximately  1  cm  below  the 
scapulae  with  blunt-nosed,  curved-tipped  Mayo  surgical  scissors  (Roboz®  Surgical 
Instruments).  Then,  the  scissors  were  inserted  into  the  incision,  cephalad,  to  make  a  small 
subcutaneous  (SC)  pocket.  Finally,  a  minipump  containing  the  appropriate  nicotine  or 
saline  solution  was  implanted  into  the  SC  pocket  with  the  one-way  release  valve  pointed 
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cephalad.  Each  incision  was  closed  with  9  mm  stainless  steel  wound  clips  (MikRon® 
AUTOCLIP®,  Becton  Dickinson  &  Company)  and  then  the  animal  was  returned  to  its 
home  cage.  The  entire  implant  procedure  took  less  than  3  minutes  per  animal.  Animals 
were  weighed  and  food  and  water  consumption  were  evaluated  daily  for  19  days  (days  10- 
28). 

Nicotine  or  saline  abstinence .  On  the  last  minipump  day  (day  28),  animals  were 
anesthetized  following  the  procedure  described  above  and  the  minipumps  were  explanted. 
Specifically,  a  new  2  cm  mid-line  horizontal  incision  was  made  1-2  cm  above  the  original 
incision,  the  pump  was  removed  manually,  and  the  incision  was  closed  with  9  mm  stainless 
steel  wound  clips.  Animals  were  kept  in  their  home  cages  for  seven  additional  days  to 
allow  for  nicotine  withdrawal  prior  to  the  opioid  phase  of  the  experiment.  This 
withdrawal  period  was  included  to  insure  that  any  differences  in  opioid  consumption  were 
not  a  result  of  acute  nicotine  withdrawal,  such  as  irritability.  Food  and  water  consumption 
were  measured  on  six  of  the  seven  days  (days  29-35). 

Opioid  initiation.  Next,  fentanyl  solution  was  made  available  to  all  subjects  to 
examine  drug  self-administration.  On  each  day,  animals  had  access  to  fentanyl  solution 
alone  (FO)  or  they  had  access  to  the  opioid  solution  and  tap  water  (choice  [CH]).  FO 
days  and  CH  days  were  cycled  every  5  days  with  1  CH  day  and  4  FO  days.  The  FO  days 
were  included  to  increase  the  likelihood  that  dependence  on  fentanyl  would  develop  and  is 
based  on  the  methods  used  in  prior  oral  fentanyl  S  A  studies  with  adult  males  (Shaham  et 
al.,  1 992).  The  first  3  days  of  initiation  (days  36-38)  were  CH  days  in  order  to  examine 
initial  preference  (or  choice)  for  the  fentanyl  solution.  The  fentanyl  solution,  with  or 
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without  water,  was  made  available  in  the  home  cage  for  6  hours  a  day  between  0900  to 
1800  hours  (see  Appendix  II  for  schedule  of  opioid  availability).  Food  also  was  available 
during  the  6-hour  drug  availability  period.  Food  and  only  tap  water  were  available  for  the 
remaining  18  hours  a  day.  This  schedule  of  opioid  solution  availability  was  based  on 
previous  published  reports  with  morphine  and  fentanyl  solution  in  adult  rats  (Brown  et  al, 
1995;  Shaham,  1993;  Shaham  et  al.,  1992).  The  position  of  the  drug  and  water  bottles 
were  switched  daily  to  decrease  the  likelihood  of  conditioned  place  preferences.  Opioid 
initiation  was  evaluated  during  the  8  days  (days  36-43)  of  initial  exposure  to  the  fentanyl 
solution. 

In  addition  to  exposing  subjects  to  the  fentanyl  solution,  the  stress  manipulation 
(IM)  occurred  every  day  (beginning  on  day  36),  20  minutes  prior  to  the  fentanyl  access 
period.  Animals  in  the  EM  condition  (n  =  60)  were  restrained  in  a  separate  treatment 
room,  in  same-sex  groups  of  10  that  included  at  least  2  animals  from  the  saline,  low- 
nicotine,  and  high-nicotine  treatment  groups.  Following  the  stressor,  animals  were 
returned  to  their  home  cages  where  the  drug  was  made  available.  Order  of  IM  exposure 
alternated  between  males  and  females  and  was  rotated  every  day  (see  Appendix  II  for 
stressor  schedule).  Non-stressed  animals  (n  =  60)  were  left  in  their  home  cages  in  the 
colony  room  during  this  time  and  received  the  fentanyl  solution  in  groups  of  10  when  the 
matched  stressed  animals  were  returned  to  their  home  cages.  Throughout  this  initiation 
phase,  fentanyl  and  water  consumption,  body  weight,  and  food  consumption  were 
measured  daily. 

Opioid  maintenance .  Fentanyl  access  continued  in  5-day  cycles  as  described  for 
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the  opioid  initiation  phase  of  the  experiment  and  ended  with  an  additional  CH  day.  This 
maintenance  phase  lasted  a  total  of  21  days  (i.e.,  4  cycles  plus  CH  day;  days  44-64).  Next, 
subjects  were  exposed  to  two  additional  CH  days  (days  65-66),  including  IM  or  no-IM 
conditions,  in  order  to  evaluate  opioid  withdrawal  behaviors.  Specifically,  naloxone-HCI 
(1.5  mg/kg)  was  injected  IP  into  subjects  following  the  6-hour  consumption  period  and 
subjects  were  returned  to  their  home  cages.  Half  of  the  subjects  (i.e.,  60  subjects;  5  from 
each  experimental  group)  received  naloxone  injections  following  fentanyl  access  on  day  65 
and  the  second  group  of  subjects  received  naloxone  following  fentanyl  access  on  day  66 
(see  Appendix  HI  for  naloxone  treatment  schedule).  Opioid  withdrawal  behaviors  (i.e., 
wet-dog  shakes,  diarrhea,  mouthing  and  teeth  chattering,  ptosis,  excessive  grooming, 
abnormal  posture)  were  evaluated  by  two  trained  independent  observers  (inter-rater 
reliability  coefficient  =  +0.90).  Behavioral  assessment  began  5  minutes  after  injection  and 
lasted  for  20  minutes  (see  Appendix  IV  for  a  copy  of  the  naloxone  withdrawal  observation 
data  sheet).  This  procedure  is  based  on  reports  by  Klein  et  al.  (1997)  and  others  (Shaham, 
1993;  Shaham  et  al.,  1993;  Linseman,  1977)  and  has  reported  an  inter-rater  reliability 
coefficient  of  +0.96  (Pearson’s  product-moment  correlation)  (Klein  et  al,  1997;  Popke  et 
al.,  1994).  IM  or  no-IM  conditions  were  conducted  every  day  prior  to  access  to  the 
fentanyl  solution.  In  addition,  fentanyl  and  water  consumption,  body  weight,  and  food 
consumption  were  measured  daily. 

Opioid  abstinence.  Following  the  last  day  of  withdrawal  assessment,  the  fentanyl 
solution  no  longer  was  available  to  the  animals  and  subjects  had  access  only  to  tap  water 
and  food.  No  stress  manipulation  occurred  and  body  weight,  food  and  water  consumption 
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were  measured  for  five  days  (days  67-71). 

Measurement  of  corticosterone.  On  the  last  day  of  the  experiment  (day  72), 
animals  in  the  IM  group  were  exposed  to  the  20-minute  stressor.  Within  15  minutes  of 
the  cessation  of  the  stressor,  all  subjects  (stress  and  no-stress)  were  decapitated  without 
anesthesia  based  on  the  procedures  of  Klein  et  ai.  (1997)  and  others  (Raygada  et  al.,  1992; 
Shaham  et  al.,  1993;  Brown  &  Grunberg,  1995).  Trunk  blood  was  collected  in  7  ml 
collection  tubes  (Vacutainer®)  that  were  treated  with  0.07  ml  of  15%  ethylenediamine 
tetra-acetic  acid  (EDTA;  K3)  solution  (10.5  mg).  Samples  immediately  were  placed  on  ice 
and  then  were  centrifuged  (1500  x  g)  for  20  minutes  at  4°  C.  Approximately  3000  pi  of 
plasma  was  stored  and  frozen  at  -70°  C  in  separate  micro-tubes  for  later  measurement  of 
corticosterone  by  radioimmunoassay  (RIA;  ICN  Biomedical;  see  Appendix  V  for  assay 
procedures). 

Statistical  Analyses 

Overall,  this  experiment  used  a  3  (nicotine)  x  2  (sex)  x  2  (stress)  between-subjects 
design  to  examine  the  effects  of  nicotine  administration  on  subsequent  fentanyl 
consumption  and  the  effects  of  immobilization  stress  on  fentanyl  consumption  in  male  and 
females  rats.  The  between-subjects  dependent  variables  that  were  evaluated  by  univariate 
and  multivariate  analysis  of  variance  (ANOVA)  were:  body  weight,  food  and  water 
consumption,  fentanyl  consumption,  water  consumption  on  fentanyl/water  choice  days, 
percent  fentanyl  consumption  (i.e.,  fentanyl  preference)  on  fentanyl/water  choice  days, 
withdrawal  scores  following  naloxone  challenge,  and  plasma  corticosterone  levels. 

At  the  end  of  the  baseline  phase,  food  and  water  consumption  and  body  weight 
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were  averaged  across  the  5  baseline  days.  Then,  a  series  of  ANOVAs  were  used  on  these 
three  variables  to  assign  subjects  to  experimental  groups  based  on  food  and  water 
consumption  and  body  weight  to  insure  that  experimental  groups  within  each  sex  did  not 
differ  significantly  from  one  another.  This  statistical  approach  also  was  used  to  examine 
the  effects  of  nicotine  exposure  on  body  weight,  food,  and  water  consumption  during  the 
nicotine  exposure  and  nicotine  cessation  phases  of  the  experiment.  Specifically,  food  and 
water  consumption  and  body  weight  were  averaged  across  the  19  nicotine  or  saline 
exposure  days  and  also  were  averaged  across  the  6  measurement  days  during  the  nicotine 
or  saline  cessation  phase.  A  series  of  3-way  ANOVAs  were  used  separately  on  these 
three  variables  to  examine  effects  of  nicotine  exposure. 

In  order  to  make  comparisons  between  males  and  females  in  the  different  treatment 
conditions,  fentanyl  consumption  was  adjusted  for  body  weight  and  fentanyl  amounts  were 
calculated  for  each  animal  for  each  day  of  fentanyl  exposure.  Specifically,  the  volume  of 
fentanyl  solution  consumed  (ml)  for  each  day  of  each  fentanyl  phase  of  the  experiment 
(i.e.,  opioid  initiation,  opioid  maintenance)  was  multiplied  by  the  concentration  of  the 
fentanyl  solution  (0.05  mg  fentanyl  HCl/mi  water).  This  product  then  was  divided  by  the 
subject’s  body  weight  (kg)  for  that  particular  day  such  that: 

(volume  fentanyl  solution  consumed  [ml])  X  (0.05  mg  fentanyl  HCI/ml  H20) 

body  weight  of  subject  (kg) 

yielded  the  total  amount  of  fentanyl  consumption  for  each  subject  (mg/kg).  Next,  fentanyl 
consumption  data  were  averaged  across  the  total  number  of  days  for  each  fentanyl  phase 
of  the  experiment.  To  evaluate  differences  in  drug  initiation  and  maintenance,  amount  of 
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fentanyl  consumption  (mg/kg)  was  analyzed  by  ANOVA  for  each  drug  phase  of  the 
experiment  (i.e.,  initiation,  maintenance).  Major  Hypothesis  I  was  analyzed  by  a  3 
(nicotine)  x  2  (sex)  ANOVA  and  Major  Hypothesis  2  was  analyzed  by  a  2  (sex)  x  2 
(stress)  ANOVA  for  each  drug  phase  of  the  experiment.  Confirmatory  Hypothesis  1  was 
tested  using  a  univariate  ANOVA  with  two  levels  of  sex  as  the  independent  variable. 

The  fentanyl  preference  data  for  each  choice  day  were  averaged  across  the  total 
number  of  choice  days  for  each  drug  phase  of  the  experiment.  Next,  differences  in 
fentanyl  preference  during  drug  initiation  and  maintenance  were  examined.  Proportion  of 
fentanyl  consumption  on  each  choice  day  was  calculated  for  each  subject  by  adding  the 
volume  of  fentanyl  solution  consumed  (ml)  to  the  volume  of  water  solution  consumed  (ml) 
during  each  6-hour  period  to  determine  total  volume  consumption  (ml).  Next,  the  volume 
of  fentanyl  consumed  (ml)  was  divided  by  the  total  amount  of  liquid  consumed  during  that 
same  time  period  (ml)  and  this  product  was  multiplied  by  100  to  calculate  the  percent  of 
fentanyl  preference  for  each  fentanyl-water  choice  session.  Or: 

%  fentanyl  =  volume  fentanyl  solution  consumed  [ml] 

(fentanyl  solution  consumed  [ml])  +  (water  consumed  [ml]) 

These  data  were  analyzed  following  the  same  strategy  as  described  for  the  fentanyl 
consumption  data. 

In  order  to  evaluate  differences  in  opioid  withdrawal  (Confirmatory  Hypotheses  2 
and  3),  the  number  of  occurrences  of  withdrawal  symptoms  observed  by  both  raters 
during  the  20-minute  observation  period  were  added  to  determine  a  total  withdrawal  score 
for  each  subject.  These  scores  were  analyzed  by  a  two-way  ANOVA  with  two  levels  of 
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sex  and  two  levels  of  stress  as  the  independent  variables.  Differences  in  plasma 
corticosterone  levels  (Confirmatory  Hypothesis  4)  also  were  tested  by  a  two-way 
ANOVA  with  sex  and  stress  as  the  independent  variables.  The  effects  of  nicotine  and 
nicotine  cessation  on  body  weight  (Confirmatory  Hypotheses  5  and  6)  were  evaluated 
separately  for  males  and  females  by  one-way  ANOVAs  with  three  levels  for  nicotine 
dosage  (0  mg/kg/day,  6  mg  nicotine/kg/day,  and  12  mg  nicotine/kg/day). 

The  within-subject  analyses  for  this  experiment  included  the  12  experimental 
groups  (3  [nicotine]  x  2  [sex]  x  2  [stress])  evaluated  during  drug  initiation.  Repeated- 
measures  ANOVAs  were  used  to  evaluate  the  effects  of  nicotine,  sex,  and  stress  on  the 
rate  of  drug  initiation  with  amount  of  fentanyl  consumption  (mg/kg)  as  the  dependent 
variable. 

Regression  analyses  were  used  to  evaluate:  (1)  whether  or  not  sex,  stress  (as 
indexed  by  plasma  corticosterone),  and  nicotine  pre-exposure  predict  subsequent  fentanyl 
consumption;  and  (2)  the  relationship  between  fentanyl  consumption  during  initiation  and 
maintenance  and  withdrawal  responses  following  naloxone  challenge.  All  significance 
tests  were  two-tailed  and  were  evaluated  at  an  alpha  level  of  0.05.  Tukey  HSD  post-hoc 
analyses  (a  =  0.05)  were  conducted  where  appropriate. 
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RESULTS 

Overview 

The  results  are  presented  in  the  chronological  order  of  the  experiment:  Baseline, 
Nicotine  or  Saline  Exposure,  Nicotine  or  Saline  Abstinence,  Opioid  Initiation,  Opioid 
Maintenance,  Opioid  Withdrawal  Assessment,  Opioid  Abstinence,  and  Corticosterone. 
Within  most  of  these  sections  (with  the  exception  of  the  Opioid  Withdrawal  Assessment 
and  Corticosterone  sections),  body  weight,  food  consumption,  and  water  consumption 
results  are  presented  first.  For  the  Opioid  Initiation  and  Opioid  Maintenance  phases, 
opioid  consumption  and  fentanyl  preference  are  presented  next.  The  Opioid  Withdrawal 
Assessment  and  Corticosterone  results  sections  present  the  results  of  the  variables 
examined.  The  results  relevant  to  the  two  Major  Hypotheses  appear  under  Opioid 
Consumption  in  the  Opioid  Initiation  (p.  54)  and  Opioid  Maintenance  (p.  57)  results 
sections. 

Two  female  subjects  in  the  no-stress,  12  mg  nicotine/kg/day  group  were  not 
included  in  the  analyses  subsequent  to  the  opioid  initiation  phase  because  they  died  of 
apparent  drug  overdose  (i.e.,  respiratory  distress  and  failure)  on  the  first  fentanyl-only  day 
of  the  experiment  (i.e.,  day  5  of  fentanyl  exposure). 

Baseline 

During  this  phase  of  the  experiment,  rats  were  handled  and  food  and  water 
consumption  and  body  weight  were  measured  and  recorded  for  5  days.  Body  weights, 
food,  and  water  consumption  were  averaged  across  the  5-day  baseline  period.  Three-way 
analyses  of  variance  (ANO  VAs)  were  conducted  separately  for  each  of  these  variables  to 
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assign  subjects  to  experimental  groups  based  on  food  and  water  consumption  and  body 
weight.  Sex  (2),  stress  (2),  and  drug  condition  (3)  were  the  independent  variables.  Two- 
way  ANOVAs  were  conducted  on  these  variables  with  stress  (2)  and  drug  condition  (3)  as 
the  independent  variables  to  ensure  that  experimental  groups  within  each  sex  did  not  differ 
significantly  from  one  another. 

Body  weight .  Figure  4  presents  mean  baseline  body  weights  (grams)  for  all  12 
treatment  groups  for  each  phase  of  the  experiment.  Three-way  ANOVA  indicated  that 
there  was  a  significant  main  effect  for  sex  with  males  weighing  more  than  females  during 
baseline  [F(l,108)  =  1 15.09,  p  <  .05].  There  were  no  significant  baseline  body  weight 
differences  among  the  subjects  that  became  the  different  drug  treatment  groups  (i.e.,  0,  6, 
or  12  mg  nicotine/kg/day)  and  there  were  no  significant  baseline  differences  in  body 
weight  among  the  subjects  that  later  became  the  stress  or  no-stress  groups.  There  also 
were  no  significant  baseline  2-  or  3 -way  interactions.  See  Table  3  for  a  complete  list  of 
statistical  values.  Separate  2-way  ANOVAs  for  males  and  females  did  not  reveal 
significant  main  effects  or  a  2-way  interaction  for  chug  condition  or  stress  at  baseline. 

Food  consumption .  Figure  5  presents  mean  food  consumption  (grams)  for  all  12 
treatment  groups  for  each  phase  of  the  experiment.  Three-way  ANOVA  indicated  that 
there  was  a  significant  main  effect  for  sex  with  males  eating  more  food  than  females 
[F(l,  108)  =  33.83,  p  <  .05].  There  were  no  significant  baseline  differences  in  food 
consumption  among  the  subjects  that  became  the  different  drug  treatment  groups  (i.e.,  0, 

6,  or  12  mg  nicotine/kg/day)  and  there  were  no  significant  baseline  differences  in  food 
consumption  among  the  subjects  that  later  became  the  stress  or  no-stress  groups.  There 
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also  were  no  significant  2-  or  3 -way  interactions  at  baseline.  See  Table  4  for  a  complete 
list  of  statistical  values.  Separate  2-way  ANOVAs  for  males  and  females  did  not  reveal 
significant  main  effects  or  a  2-way  interaction  for  drug  condition  or  stress  at  baseline. 

Water  consumption.  Figure  6  presents  mean  water  consumption  (ml)  for  all  12 
treatment  groups  for  each  phase  of  the  experiment.  Three-way  ANOVA  indicated  that 
there  were  no  significant  baseline  differences  in  water  consumption  between  male  and 
female  rats.  In  addition,  there  were  no  significant  baseline  differences  in  water 
consumption  among  the  subjects  that  became  the  different  drug  treatment  groups  (i.e.,  0, 

6,  or  12  mg  nicctine/kg/day).  However,  there  was  a  significant  main  effect  for  stress  with 
animals  that  later  were  stressed  during  the  opioid  phase  of  the  experiment  consuming 
more  water,  on  average,  than  did  the  animals  that  were  not  stressed  later  [E(l,  108)  =  4.25, 
£  <  .05].  There  were  no  significant  2-  or  3-way  interactions  at  baseline.  See  Table  5  for  a 
complete  list  of  statistical  values.  Separate  2-way  ANOVAs  for  males  and  females  did  not 
reveal  a  significant  main  effect  for  drug  condition  or  a  2-way  interaction  at  baseline. 

Among  males,  there  was  no  significant  difference  in  water  consumption  between  stress 
conditions.  However,  female  rats  that  later  were  stressed  during  the  opioid  phase  of  the 
experiment  consumed  more  water  during  the  baseline  phase  than  did  the  female  rats  that 
were  not  stressed  later  [F(l,54)  =  7.64,  p  <  .05]. 

Nicotine  or  Saline  Exposure 

Following  nicotine  (6  mg/kg/d  ay  or  12  mg/kg/day)  or  saline  minipump 
implantation,  rats  were  handled  and  food  and  water  consumption  and  body  weight  were 
measured  and  recorded  for  19  days.  Body  weights,  food,  and  water  consumption  were 
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averaged  across  the  19-day  baseline  period.  Three-way  analyses  of  variance  (ANOVAs) 
were  conducted  separately  for  each  of  these  variables  with  sex  (2),  stress  (2),  and  drug 
condition  (3)  used  as  the  independent  variables.  One-way  ANOVAs  were  conducted 
separately  for  males  and  females  to  determine  significant  effects  of  nicotine  on  body 
weight  and  food  consumption  with  drug  condition  (3)  as  the  independent  variable. 

Body  weight .  Analysis  of  body  weights  collapsed  within  each  of  the  12  treatment 
groups  across  this  phase  indicated  that  there  was  a  significant  main  effect  for  sex  with 
males  weighing  more  than  females  [F(l,  108)  =  542.76,  p  <  .05]  (see  Figure  4).  There  also 
was  a  significant  main  effect  for  drug  condition  [F(2, 108)  =  9.35,  p  <  .05].  Separate  one¬ 
way  ANOVAs  for  males  and  females  revealed  significant  main  effects  for  drug  condition 
[F(2,57)  =  3.62,  p  <  .05  and  E(2,57)  =  7.30,  p  <  .05,  respectively].  To  further  examine 
the  significant  effects  of  nicotine  exposure  on  body  weight,  Tukey  HSD  post-hoc  analyses 
were  conducted  separately  for  males  and  females.  These  results  indicated  that  male  rats 
exposed  to  12  mg  nicotine/kg/day  weighed  significantly  less  than  did  male  rats 
administered  saline  (235.65  ±  14.25  g  versus  249.33  ±  19.22  g).  Among  females,  subjects 
exposed  to  12  mg  nicotine  /kg/day  weighed  less  than  did  subjects  exposed  to  saline 
(175.46  ±  10.42  g  versus  189.33  ±  12.06  g).  There  were  no  significant  differences  in 
body  weight  among  the  subjects  that  later  became  the  stress  or  no-stress  groups  and  there 
were  no  significant  2-  or  3 -way  interactions.  These  results  are  listed  in  Table  6. 

Because  there  was  a  significant  main  effect  for  sex  on  body  weight  during  baseline, 
body  weight  during  nicotine  or  saline  exposure  was  analyzed  with  a  3 -way  analysis  of 
covariance  (ANCOVA),  using  baseline  body  weight  as  a  covariate  and  taking  into  account 
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all  main  effects,  2-way,  and  3 -way  interactions.  The  significant  main  effects  for  sex 
[F(i,I07)  -  285.18,  p  <  .05]  and  for  drug  condition  [E(2, 107)  =  27.19,  p  <  .05]  still  held 
with  females  weighing  less  than  males  and  nicotine-treated  subjects  weighing  less  than 
saline-treated  subjects.  There  were  no  other  significant  main  effects  or  interactions. 

Food  consumption .  Analysis  of  food  consumption  collapsed  within  each  of  the  12 
treatment  groups  across  this  phase  indicated  that  there  was  a  significant  main  effect  for  sex 
with  males  consuming  more  food  than  did  females  [F(l,  108)  =  366.53,  p  <  .05]  (see 
Figure  5).  There  also  was  a  significant  main  effect  for  drug  condition  [F(2,108)  =  18.07, 
p  <  .05]  with  nicotine-treated  subjects  eating  less  food.  Separate  one-way  ANOVAs  for 
males  and  females  revealed  significant  main  effects  for  drug  condition  [F(2,57)  =  6.84,  p  < 
.05  and  E(2,57)  =  14.92,  p  <  .05,  respectively].  Tukey  HSD  post-hoc  analysis  indicated 
that  male  rats  exposed  to  12  mg  nicotine/kg/day  ate  significantly  less  food  than  did  male 
rats  administered  saline  (27.89  ±  2.09  g  of  food  versus  30.70  ±  2.88  g  of  food).  Tukey 
HSD  post-hoc  analysis  indicated  that,  among  females,  both  the  12  and  6  mg 
nicotine/kg/day  doses  produced  significant  decreases  in  food  consumption  compared  with 
the  saline  condition  (20.84  ±  1.59  and  21.88  ±  1.64  g  of  food  versus  23.63  ±  1.67  g  of 
food).  There  were  no  significant  differences  in  food  consumption  among  the  subjects  that 
later  became  the  stress  or  no-stress  groups  and  there  were  no  significant  2-  or  3 -way 
interactions.  These  results  are  listed  in  Table  7. 

Because  there  was  a  significant  main  effect  for  sex  on  food  consumption  during 
baseline,  food  consumption  during  nicotine  or  saline  exposure  was  analyzed  with  a  3 -way 
analysis  of  covariance  (ANCOVA),  using  baseline  food  consumption  as  a  covariate  and 
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taking  into  account  all  main  effects,  2-way,  and  3 -way  interactions.  The  significant  main 
effects  for  sex  [F(l ,  1 07)  =  25 1 . 12,  £  <  .05]  and  for  drug  condition  [F(2, 1 07)  =  2 1 .43 ,  £  < 
.05]  still  held  with  females  consuming  less  food  than  males  and  nicotine-treated  subjects 
consuming  less  food  than  saline-treated  subjects.  There  were  no  other  significant  main 
effects  or  interactions. 

Water  consumption.  Analysis  of  water  consumption  collapsed  within  each  of  the 
12  treatment  groups  across  this  phase  indicated  that  there  was  a  significant  main  effect  for 
sex  with  males  drinking  more  water  than  did  females  [F(l,  108)  =  32.84,  £  <  05]  (see 
Figure  6).  There  also  was  a  significant  main  effect  for  stress  condition  [E(l,  108)  =  9.62,  £ 
<  .05]  with  subjects  that  later  became  the  stress  group  drinking  more  water  than  did 
subjects  in  the  no-stress  groups.  There  was  no  main  effect  for  drug  condition  and  there 
were  no  significant  2-  or  3 -way  interactions.  These  results  are  listed  in  Table  8.  Separate 
2-way  ANOVAs  for  males  and  females  did  not  reveal  a  significant  main  effect  for  drug 
condition  or  a  2-way  interaction.  Among  males,  there  was  no  significant  difference  in 
water  consumption  between  stress  and  no-stress  conditions  [33.00  ±  0.80  ml  versus  32.85 
±  0.72  ml  of  water,  F(l,54)  =  2.20,  n.s.].  However,  female  rats  that  later  were  stressed 
during  the  opioid  phase  of  the  experiment  consumed  more  water  during  the  nicotine  or 
saline  exposure  phase  than  did  the  female  rats  that  were  not  stressed  later  [33.72  ±  0.89  ml 
versus  30.63  ±  0.65  ml  of  water;  F(l,54)  =  8.51,  £  <  .05]. 

Nicotine  or  Saline  Abstinence 

Following  19  days  of  nicotine  or  saline  exposure,  minipumps  were  explanted  and 
body  weight,  food  and  water  consumption  were  evaluated  for  7  days  to  examine  effects  of 
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nicotine  withdrawal.  Body  weights,  food,  and  water  consumption  were  averaged  across  6 
days  of  the  7-day  cessation  period.  Three-way  analyses  of  variance  (ANOVAs)  were 
conducted  separately  for  each  of  these  variables  with  sex  (2),  stress  (2),  and  drug 
condition  (3)  used  as  the  independent  variables.  One-way  ANOVAs  were  conducted 
separately  for  males  and  females  to  determine  significant  effects  of  nicotine  on  these 
dependent  variables  with  drug  condition  (3)  as  the  independent  variable. 

Body  weight.  Analysis  of  body  weights  collapsed  within  each  of  the  12  treatment 
groups  across  this  phase  indicated  that  there  was  a  significant  main  effect  for  sex  with 
males  weighing  more  than  females  [F(l,  108)  =  932,20,  p  <  .05]  (see  Figure  4).  There  also 
was  a  significant  main  effect  for  drug  condition  [F(2, 108)  =  3.52,  p  <  .05].  Separate  one¬ 
way  ANOVAs  for  males  and  females  revealed  a  significant  main  effect  for  drug  condition 
for  females,  but  not  for  males  [F(2,57)  =  3.49,  p  <  .05  and  F(2,57)  =1.16,  n.s., 
respectively].  Tukey  HSD  post-hoc  analyses  indicated  that  female  rats  exposed  to  12  mg 
nicotine/kg/day  continued  to  weigh  significantly  less  than  did  female  rats  administered 
saline  (217.02  ±  2.83  g  versus  228.85  ±  3.13  g).  There  were  no  significant  differences  in 
body  weight  among  the  subjects  that  later  became  the  stress  or  no-stress  groups  and  there 
were  no  significant  2-  or  3-way  interactions.  These  results  are  listed  in  Table  9. 

In  order  to  examine  changes  in  body  weight  during  nicotine  cessation,  mean  body 
weight  for  the  first  2  days  (i.e.,  days  1-2  of  cessation),  the  next  2  days  (i.e.,  days  3-4  of 
cessation),  and  last  2  days  (i.e.,  days  6-7  of  cessation)  of  nicotine  or  saline  cessation  were 
analyzed  separately  by  3 -way  ANOVAs.  There  was  a  significant  main  effect  for  sex 
DE(1, 108)  =  916.57,  p  <  .05]  and  for  drug  condition  [F(2, 108)  =  4.33,  p  <  .05]  during  the 
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first  2  days  of  nicotine  or  saline  cessation  and  there  were  no  other  significant  main  effects 
or  interactions.  Separate  one-way  ANOVAs  for  males  and  females  revealed  a  significant 
main  effect  for  drug  condition  for  females,  but  not  for  males  [F(2,57)  =  4.40,  £  <  .05  and 
[F(2,57)  =  1.32,  n.s.,  respectively].  Tukey  HSD post-hoc  analyses  indicated  that  female 
rats  exposed  to  12  mg  nicotine/kg/day  continued  to  weigh  significantly  less  than  did 
female  rats  administered  saline.  The  main  effects  for  sex  [F(l,  108)  =  890.84,  p  <  .05]  and 
for  drug  condition  [F(2, 108)  =  3.28,  p  <  .05]  continued  during  days  3  and  4  of  nicotine  or 
saline  cessation.  However,  separate  one-way  ANOVAs  for  males  and  females  did  not 
reveal  significant  main  effects  for  drug  condition.  There  no  longer  was  a  significant  main 
effect  for  drug  on  the  last  2  days  (days  6-7)  of  nicotine  cessation  [F(2, 108)  =  2.72,  n.s.], 
but  the  main  effect  for  sex  remained  [F(l,108)  =  3.28,  p  <  .05]. 

Food  consumption .  Analysis  of  food  consumption  collapsed  within  each  of  the  12 
treatment  groups  across  this  phase  indicated  that  there  still  was  a  significant  main  effect 
for  sex  with  males  consuming  more  food  than  did  females  [F(l,  108)  =  289.21,  p  <  .05] 
(see  Figure  5).  There  were  no  main  effects  for  drug  or  stress  conditions  and  there  were  no 
significant  2-  or  3-way  interactions.  These  results  are  listed  in  Table  10. 

Water  consumption.  Analysis  of  water  consumption  collapsed  within  each  of  the 
12  treatment  groups  across  this  phase  indicated  that  there  was  a  significant  main  effect  for 
sex  with  males  drinking  more  water  than  did  females  [E(l,75)  =  7.55,  p  <  .05]  (see  Figure 
6).  There  no  longer  was  a  main  effect  for  stress  condition  [F(l,75)  =  l  .64,  n.s.]  and  there 
was  no  main  effect  for  drug  condition.  There  also  were  no  significant  2-  or  3 -way 


interactions.  These  results  are  listed  in  Table  1 1.  Several  animals  were  not  included  in 
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this  analysis  because  of  missing  data  on  day  1  of  the  cessation  phase.  Therefore,  a  separate 
3 -way  ANOVA  was  conducted  on  mean  water  consumption  during  the  last  3  days  of  this 
phase.  This  second  analysis  also  was  performed  to  insure  that  there  were  no  significant 
differences  in  water  consumption  between  animals  that  were  assigned  to  stress  and  no- 
stress  conditions.  Results  indicated  that  there  was  no  main  effect  for  stress  on  water 
consumption  during  the  last  3  days  of  nicotine  cessation  (see  Table  12  for  results).  This 
finding  was  important  because  it  indicated  that  water  consumption  did  not  need  to  be  used 
as  a  covariate  variable  when  evaluating  opioid  consumption  during  the  opioid  self¬ 
administration  phases  of  the  experiment. 

Opioid  Initiation 

Following  nicotine  or  saline  cessation,  fentanyl  solution  was  made  available  to  all 
subjects  to  examine  drug  self-administration.  On  each  day,  animals  had  access  to  fentanyl 
solution  alone  [fentanyl  only  (FO)]  or  they  had  access  to  the  opioid  solution  and  tap  water 
[choice  (CH)].  FO  days  and  CH  days  were  cycled  every  5  days  with  1  CH  day  and  4  FO 
days.  The  first  3  days  of  initiation  were  CH  days  in  order  to  examine  initial  preference  (or 
choice)  for  the  fentanyl  solution  and  the  last  5  days  consisted  of  1  CH  day  and  4  FO  days. 
In  order  to  make  comparisons  between  male  and  female  rats,  fentanyl  consumption  was 
adjusted  for  body  weight  and  fentanyl  amounts  were  calculated  for  each  animal  for  each 
day  of  fentanyl  exposure.  Fentanyl  amounts  are  presented  as  milligrams  (mg)  of  fentanyl 
per  kilogram  (kg)  of  body  weight.  Opioid  initiation  was  evaluated  during  the  8  days  (days 
36-43)  of  initial  exposure  to  the  fentanyl  solution.  In  addition  to  exposing  subjects  to  the 
fentanyl  solution,  the  stress  manipulation  (IM)  occurred  every  day,  20  minutes  prior  to  the 
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fentanyl  access  period. 

Body  weight ;  food  and  water  consumption.  Analysis  of  body  weights  collapsed 
within  each  of  the  12  treatment  groups  across  the  8  days  of  the  initiation  phase  indicated 
that  there  was  a  significant  main  effect  for  sex  with  males  weighing  more  than  females 
[F(l,  108)  =  904.55,  p  <  .05]  (see  Figure  4).  There  were  no  other  significant  main  effects 
or  interactions  (see  Table  13  for  results).  With  respect  to  food  and  water  consumption 
during  the  18-hour  time  period  spent  without  the  drug,  there  was  a  main  effect  for  sex  for 
both  dependent  variables  [F(l,108)  =  302.1 1,  p<  .05  and  [F(l,108)  =  35.09,  p<  .05, 
respectively]  with  males  eating  and  drinking  more  than  did  females.  These  results  are 
listed  in  Tables  14  and  15. 

Opioid  Consumption .  Figure  7  presents  mean  fentanyl  consumption  (mg/kg)  by 
male  and  female  rats  during  the  opioid  initiation  phase.  A  3-way  ANOVA  was  conducted 
on  mean  fentanyl  consumption  during  the  initiation  phase.  As  predicted,  there  was  a  main 
effect  for  sex  during  the  initiation  phase  with  females  consuming  almost  twice  as  much 
fentanyl  as  did  males  [F(l,  108)  =  41. 15,  p  <  .05].  However,  there  were  no  main  effects 
for  stress  (see  Figure  8)  or  drug  conditions  (see  Figures  9  and  10)  and  there  were  no 
significant  2-  or  3 -way  interactions  (see  Table  16  for  results).  To  determine  any  possible 
effects  that  nicotine  exposure  might  have  had  on  fentanyl  initiation,  drug  consumption  by 
animals  exposed  to  both  dosages  of  nicotine  (n  =  80)  was  compared  with  drug 
consumption  by  animals  exposed  to  saline  (n  =  20)  using  a  3 -way  ANOVA  with  2  levels 
of  drug  (i.e.,  6  and  12  mg  nicotine/kg/day)  as  one  of  the  independent  variables.  Again, 
there  was  a  main  effect  for  sex  [F(l,  1 12)  =  34.35,  p  <  .05],  but  there  were  no  main 
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effects  for  drug  or  stress  conditions  and  there  were  no  significant  2-  or  3 -way  interactions 
(see  Table  17  for  results).  Because  of  the  gender  difference  in  drug  consumption  (which 
was  significant  based  on  amount  by  weight  and  based  on  absolute  amount),  two-way 
ANOVAs  were  conducted  separately  for  male  and  female  fentanyl  consumption  with 
stress  and  drug  as  the  independent  variables.  When  conducted  separately,  there  were  no 
significant  main  effects  or  2-way  interactions  among  male  or  among  female  rats. 

There  also  was  a  main  effect  for  sex  on  fentanyl  preference  during  the  4  CH  days 
of  initiation  [E(l,90)  =  5.86,  p  <  .05]  and  a  sex  X  stress  X  drug  interaction  [F(2,90)  = 
3.52,  p  <  .05]  (see  Figure  1 1).  Specifically,  females  had  a  greater  preference  for  the 
fentanyl  solution  than  did  males.  There  were  no  other  significant  main  effects  or  2-way 
interactions  (see  Table  18  for  results).  These  same  effects  held  when  nicotine  groups  were 
collapsed  and  fentanyl  preference  was  compared  among  nicotine  and  saline  animals. 
Specifically,  there  was  a  main  effect  for  gender  [E(i,94)  =  5.09,  p  <  .05],  with  females 
preferring  the  fentanyl  solution  more  than  did  males,  and  a  sex  X  stress  X  drug  interaction 
[F(2,90)  =  6.21,  p  <  .05]  (see  Table  19  for  results).  Again,  because  of  the  sex  difference 
in  fentanyl  preference,  two-way  ANOVAs  were  conducted  separately  for  male  and  female 
fentanyl  preference  with  stress  and  drug  as  the  independent  variables.  When  conducted 
separately,  there  were  no  significant  main  effects  or  2-way  interactions  among  male  rats. 
Among  females,  however,  there  was  a  significant  stress  X  drug  interaction  [F(2,36)  - 
3.41,  p  <  .05].  Specifically,  nicotine  exposure  increased  preference  for  fentanyl  when 
females  were  exposed  to  stress  (45.09  ±3.51)  but  decreased  fentanyl  preference  by  non- 
stressed  subjects  (33.65  ±  2.78)  compared  with  fentanyl  preference  by  stressed  (36.70  ± 


56 


3.90)  and  non-stressed  (42.27  ±  4. 17)  females  previously  exposed  to  saline.  Subsequent 
one-way  ANOVAs  were  conducted  separately  for  male  and  female  stress  and  no-stress 
rats  with  drug  condition  as  the  independent  variable.  Results  indicated  that  there  were  no 
main  effects  for  fentanyl  preference  between  nicotine  groups  within  any  of  the  stress  and 
no-stress,  male  and  female  rats. 

Opioid  Maintenance 

Fentanyl  access  continued  in  5-day  cycles  as  described  for  the  opioid  initiation 
phase  of  the  experiment  and  ended  with  an  additional  CH  day.  This  maintenance  phase 
lasted  21  days  for  a  total  of  5  CH  days  and  16  FO  days  (i.e.,  4  cycles  plus  an  additional 
CH  day;  days  44-64). 

Analysis  of  body  weights  collapsed  within  each  of  the  12  treatment  groups  across 
the  entire  maintenance  phase  indicated  that  there  was  a  significant  main  effect  for  sex  with 
males  weighing  more  than  did  females  [F(l,  106)  =  824.71,  £  <  .05]  (see  Figure  4).  There 
also  was  a  main  effect  for  stress  with  stressed  animals  weighing  significantly  less  than  did 
non-stressed  animals  [F(  1,106)  =  19.48,  £  <  .05].  Separate  one-way  ANOVAs  were 
conducted  for  males  and  females  with  stress  condition  as  the  independent  variable. 

Results  were  significant  for  males  [E(l,59)  =  15.83,  p  <  .05]  and  females  [F(l,57)  =  4.47, 
£  <  .05].  There  was  no  main  effect  for  drug  condition  and  there  were  no  significant  2-  or 
3-way  interactions  (see  Table  20  for  results).  With  respect  to  food  and  water 
consumption  during  the  1 8-hour  time  period  spent  without  the  drug,  there  was  a  main 
effect  for  sex  for  both  dependent  variables  [F(  1,106)  =  95.67,  £  <  .05  and  [F(l,  106)  - 
35.09,  £  <  .05,  respectively]  with  males  consuming  more  food  and  water  than  did  females. 
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There  also  was  a  significant  main  effect  for  stress  [F(  1,106)  =  13.56,  £  <  .05]  with 
stressed  animals  consuming  less  food  than  did  non-stressed  animals.  There  were  no  other 
significant  differences  in  food  and  water  consumption. 

Opioid  Consumption.  Figure  7  presents  mean  fentanyl  consumption  (mg/kg)  by 
male  and  female  rats  during  the  maintenance  phase  of  the  experiment.  A  3 -way  ANOVA 
was  conducted  on  mean  fentanyl  consumption  during  the  maintenance  phase.  Again,  there 
was  a  main  effect  for  sex  during  the  maintenance  phase  with  females  consuming  more 
fentanyl  than  did  males  [E(l,  106)  =  64.97,  £  <  .05]  and  there  were  no  main  effects  for 
stress  (see  Figure  8)  or  drug  conditions  (see  Figures  9  and  10).  There  also  were  no 
significant  2-  or  3-way  interactions  (see  Table  21  for  results).  To  determine  any  possible 
effects  that  nicotine  exposure  might  have  had  on  maintenance  of  fentanyl  self- 
administration,  drug  consumption  by  animals  exposed  to  both  dosages  of  nicotine  (n  =  78) 
was  compared  with  drug  consumption  by  animals  exposed  to  saline  (n  =  20)  using  a  3 -way 
ANOVA  with  2  levels  of  drug  as  one  of  the  independent  variables.  Again,  there  was  a 
main  effect  for  sex  [F(l,  1 10)  =  51.30,  £  <  .05],  but  there  were  no  main  effects  for  drug  or 
stress  conditions  and  there  were  no  significant  2-  or  3-way  interactions  (see  Table  22  for 
results).  Because  of  the  gender  difference  in  drug  consumption,  two-way  ANOVAs  were 
conducted  separately  for  male  and  female  fentanyl  consumption  with  stress  and  drug  (3 
levels)  as  the  independent  variables.  When  conducted  separately,  there  were  no  significant 
main  effects  or  2-way  interactions  among  female  rats.  However,  there  was  a  significant 
stress  X  drug  interaction  among  male  rats  [E(2,54)  =  4.36,  £  <  .05].  Subsequent  one-way 
ANOVAs  were  conducted  to  investigate  the  main  effect  for  sex  and  this  interaction. 
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Results  revealed  a  significant  main  effect  for  nicotine  exposure  on  fentanyl  consumption 
among  male  stressed  rats  [E(l,27)  =  3.30,  p  =  .05].  Tukey-HSD  test  indicated  that 
stressed  male  rats  exposed  to  6  mg  nicotine/kg/day  self-administered  less  fentanyl  than  did 
stressed  male  rats  exposed  to  saline.  In  contrast,  there  was  a  marginal  main  effect  for 
nicotine  exposure  on  fentanyl  consumption  among  non-stressed  male  rats  in  the  opposite 
direction  [F(l,27)  =  3.05,  p  =  .06].  Specifically,  male  non-stressed  rats  exposed  to  6  mg 
nicotine/kg/day  self-administered  more  fentanyl  than  did  non-stress  male  rats  exposed  to 
12  mg  nicotine/kg/day  or  to  saline. 

In  order  to  test  the  gateway  hypothesis  among  females,  one-way  ANOVA  was 
conducted  for  the  non-stressed  animals  with  prior  nicotine  exposure  as  the  independent 
variable.  Results  indicated  that  prior  nicotine  exposure  did  not  significantly  increase 
fentanyl  consumption  in  adulthood  [E(2,27)  =  0.84,  n.s.]. 

There  also  was  a  main  effect  for  sex  on  fentanyl  preference  during  the  5  CH  days 
of  maintenance  [F(l,  106)  =  6.04,  p  <  .05]  with  females  preferring  the  fentanyl  solution 
more  than  did  males  (see  Figure  12).  Interestingly,  the  sex  X  stress  X  drug  interaction 
revealed  during  initiation  no  longer  was  significant  during  maintenance  [F(2, 106)  =  1.83, 
n.s.].  There  also  were  no  other  significant  main  effects  or  2-way  interactions  (see  Table 
23  for  results).  There  was  a  main  effect  for  gender  when  nicotine  groups  were  collapsed 
and  fentanyl  preference  was  compared  among  nicotine  and  saline  animals  [F(l,  1 10)  = 

6. 13,  p  <  .05].  Females  preferred  the  fentanyl  solution  more  than  did  males.  There  were 
no  other  significant  effects  (see  Table  24  for  results).  Again,  because  of  the  gender 
difference  in  fentanyl  preference,  two-way  ANOVAs  were  conducted  separately  for  male 
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and  female  fentanyi  preference  with  stress  and  drug  as  the  independent  variables.  When 
conducted  separately,  there  were  no  significant  main  effects  or  2-way  interactions  among 
male  rats.  Among  females,  the  significant  stress  X  drug  interaction  revealed  during 
initiation  did  not  hold  during  maintenance.  Subsequent  one-way  ANOVAs  were 
conducted  separately  for  male  and  female  stress  and  no-stress  rats  with  drug  condition  as 
the  independent  variable.  Results  indicated  that  there  were  no  main  effects  for  fentanyi 
preference  between  nicotine  groups  within  any  of  the  stress  and  no-stress,  male  and  female 
rats. 

Opioid  Withdrawal  Assessment 

Figure  13  presents  total  withdrawal  behaviors  observed  in  response  to  naloxone 
injection  after  opioid  self-administration.  Following  the  opioid  maintenance  phase, 
subjects  were  exposed  to  two  additional  choice  days  in  order  to  evaluate  opioid 
withdrawal  behaviors.  Half  of  the  subjects  (i.e.,  60  subjects;  5  from  each  experimental 
group)  received  naloxone  injections  following  fentanyi  access  on  day  65  of  the  experiment 
and  the  second  group  of  subjects  received  naloxone  injections  following  fentanyi  access  on 
day  66.  Behavioral  assessments  of  opioid  withdrawal  behaviors  (i.e.,  wet-dog  shakes, 
diarrhea,  mouthing  and  teeth  chattering,  ptosis,  excessive  grooming,  abnormal  posture) 
were  made  by  two  independent  observers.  The  two  observers  achieved  an  inter-rater 
reliability  coefficient  of  +0.90  prior  to  the  experiment.  Observation  scores  across  the  six 
categories  of  withdrawal  symptoms  were  added  together  from  each  observer  to  compute 
an  overall  composite  withdrawal  score  for  each  subject.  This  sum  was  calculated  because 
observations  by  each  observer  were  made  at  different  intervals  within  the  observation 
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period.  In  addition,  there  were  no  significant  differences  in  total  withdrawal  behaviors 
observed  on  day  l  compared  to  withdrawal  behaviors  on  day  2  [F(2, 1 16)  =  0.01,  n.s.], 
therefore  all  subject  data  were  analyzed  together.  Total  withdrawal  scores  ranged  from  1 
to  107  and  were  analyzed  by  three-way  ANOVA  using  sex,  stress,  and  nicotine  exposure 
as  the  independent  variables.  There  were  no  significant  main  effects,  2-way,  or  3-way 
interactions.  The  results  from  this  analysis  are  presented  in  Table  25. 

Decreased  body  weight  as  a  result  of  withdrawal-induced  diarrhea  following 
naloxone  injection  also  is  used  as  an  index  of  opioid  withdrawal.  An  initial  3-way 
ANOVA  was  conducted  on  pre-injection  body  weight  scores  to  determine  potential  sex 
differences  in  body  weight.  The  results  indicated  a  significant  main  effect  for  stress 
[F(l,  106)  =  46.67,  £  <  .05],  sex  [F(l,  106)  =  964.66,  £  <  .05],  and  a  stress  X  sex 
interaction  [F(l,  106)  =  8.59,  £  <  .05].  That  is,  females  weighed  less  than  did  males  and 
stressed  rats  weighed  less  than  did  non-stressed  rats  prior  to  naloxone  injection.  There 
was  no  main  effect  for  drug  or  any  other  2-way  or  3 -way  interactions.  Table  26  presents 
the  results  from  this  analysis.  To  examine  the  effects  of  opioid  withdrawal  on  body  weight 
loss,  repeated-measures  ANOVAs  were  conducted  separately  for  males  and  females  with 
drug,  stress,  and  time  as  the  independent  variables.  The  results  revealed  a  significant 
effect  for  time  for  both  males  and  females  [F(l,54)  =  18.18,  £  <  .05  and  E(l,52)  =  38.13, 

£  <  .05,  respectively].  Specifically,  male  and  female  rats  lost  a  significant  amount  of  body 
weight  during  the  20  minutes  following  naloxone  injection.  Table  27  presents  pre-  and 
post-injection  body  weight  scores  for  males  and  females.  There  were  no  significant  drug 
X  time,  stress  X  time,  or  stress  X  drug  X  time  interactions. 
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In  addition  to  the  12  experimental  groups,  a  drug  and  stress  naive  control  group 
(n  =  8;  4  males  and  4  females)  was  used  to  compare  no-stress,  no  fentanyi  control 
conditions  to  fentanyi  stress  and  no-stress  conditions  on  withdrawal  scores.  Figure  14 
presents  mean  withdrawal  scores  for  each  experimental  group  and  the  no-drug,  no-stress 
control  group.  A  one-way  ANOVA  that  compared  total  withdrawal  scores  observed  in 
opioid-exposed  animals  with  withdrawal  behaviors  observed  in  unexposed  animals 
indicated  that  subjects  that  had  self-administered  fentanyi  displayed  significantly  greater 
withdrawal  behaviors  than  did  animals  that  did  not  have  previous  access  to  the  fentanyi 
solution  [E  (1, 124)  =  5.85,  p  <  .05].  Specifically,  animals  that  had  access  to  the  fentanyi 
solution  exhibited  almost  3  times  as  many  withdrawal  behaviors  compared  with  animals 
that  did  not  have  access  to  fentanyi  solution  (36.29  ±  2.44  behaviors  versus  13.50  ±  2.67 
behaviors).  The  withdrawal  scores  of  animals  exposed  to  fentanyi  solution  are  comparable 
to  withdrawal  scores  that  have  been  reported  in  the  literature  (Klein  et  al.,  1997;  Shaham 
et  al.,  1992)  and  are  suggestive  of  opioid  dependence. 

A  regression  analysis  with  withdrawal  score  as  the  dependent  variable  and  fentanyi 
self-administration  during  the  maintenance  phase  of  the  experiment  as  the  predictor 
variable  was  significant  [R  =  +0.44,  F  (1,1 16)  =26.06,  p  <  .05].  That  is,  greater  fentanyi 
consumption  (mg/kg)  was  associated  with  greater  withdrawal  during  the  maintenance 
phase  of  the  experiment.  However,  opioid  consumption  during  the  initiation  phase  of  the 
experiment  was  not  a  significant  predictor  of  opioid  withdrawal  behaviors  [R  =  +0. 1 1,  F 
(1,1 16)  =1.35,  n.s.].  Despite  the  finding  that  females  self-administered  higher  amounts  of 
fentanyi  (mg/kg)  than  did  males  during  the  maintenance  phase,  there  were  no  significant 
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differences  between  the  two  groups  for  withdrawal  scores.  In  addition,  stress  and  prior 
nicotine  exposure  did  not  predict  withdrawal  behaviors  in  response  to  opioid  antagonism. 

Opioid  Abstinence 

Following  the  last  day  of  withdrawal  assessment,  the  fentanyl  solution  no  longer 
was  available  to  the  animals  and  subjects  had  access  only  to  tap  water  and  food.  No  stress 
manipulation  occurred  and  body  weight,  food  and  water  consumption  were  measured  for 
five  days  (days  67-71).  Body  weights  and  food  and  water  consumption  were  collapsed 
within  each  of  the  12  treatment  groups  across  the  5-day  abstinence  phase. 

Body  weight.  Three-way  ANOVA  indicated  that  there  was  a  significant  main 
effect  for  sex  with  males  weighing  more  than  females  [F(  1,1 06)  -  1044.69,  p  <  .05]  (see 
Figure  4).  There  also  was  a  significant  main  effect  for  stress  condition  with  previously- 
stressed  rats  weighing  less  than  previously  non-stressed  rats  [F(l,  106)  =  6. 10,  p  <  .05]. 
There  also  was  a  significant  drug  X  stress  condition  interaction  [F(2, 106)  =  14.80,  p  < 

.05].  There  were  no  main  effects  for  drug  condition  and  no  other  significant  2-way 
interactions  (these  results  are  listed  in  Table  28).  Separate  two-way  ANOVAs  were 
conducted  for  males  and  females  and  revealed  a  significant  main  effect  for  stress  condition 
among  male  rats  but  not  among  female  rats  [E(l,54)  =  4.89,  p  <  .05  and  E(2,52)  =  1.35, 
n.s.,  respectively].  That  is,  stressed  male  rats  weighed  significantly  less  than  did  non- 
stressed  male  rats.  There  also  was  a  significant  drug  X  stress  interaction  for  both  male 
and  female  rats  [E(2,54)  =  10.30,  p  <  .05  and  E(2,52)  =  5.15,  p  <  .05,  respectively].  To 
further  examine  the  significant  effects  of  stress  and  nicotine  exposure  on  body  weight, 
one-way  ANOVAs  were  conducted  separately  for  male  and  female,  stressed  and  non- 
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stressed  rats.  These  analyses  revealed  significant  main  effects  for  drug  conditions  for  all 
groups  except  non-stressed  female  rats.  Tukey  HSD  post-hoc  test  indicated  that  non- 
stressed  male  rats  previously  exposed  to  6  mg  nicotine/kg/day  weighed  significantly  less 
than  did  non-stressed  male  rats  previously  exposed  to  12  mg  nicotine/kg/day  (420.64  ± 
9.39  g  versus  469.70  ±  12.70  g).  In  contrast,  stressed  male  rats  previously  exposed  to  6 
mg  nicotine/kg/day  weighed  significantly  more  than  did  stressed  male  rats  previously 
exposed  to  either  12  mg  nicotine/kg/day  or  saline  (459.89  ±  10.90  g  versus  410.53  ±  9.07 
and  412.60  ±  6.95  g;  Tukey  HSD  post-hoc  test).  Similarly,  stressed  female  rats  previously 
exposed  to  6  mg  nicotine/kg/day  weighed  significantly  more  than  did  stressed  female  rats 
previously  exposed  to  12  mg  nicotine/kg/day  (271.58  ±  6.73  g  versus  247.43  ±  2.60; 
Tukey  HSD  post-hoc  test). 

Food  consumption .  Three-way  ANOVA  indicated  that  there  was  a  significant 
main  effect  for  sex  with  males  consuming  more  food  than  did  females  [F(l,  106)  =  234.68, 
£  <  .05]  (see  Figure  5).  Similar  to  the  results  with  body  weight,  there  also  was  a 
significant  drug  X  stress  condition  interaction  [F(2,106)  =  5. 18,  p.  <  .05].  However,  there 
were  no  main  effects  for  stress  or  drug  condition,  there  were  no  other  significant  2-way 
interactions,  and  there  was  no  significant  3 -way  interaction  (these  results  are  presented  in 
Table  29).  Separate  two-way  ANOVAs  conducted  for  males  and  females  revealed  a 
significant  stress  X  drug  condition  interaction  among  male  rats  [F(2,54)  =  4.40,  p  <  .05] 
but  not  among  female  rats.  There  also  were  no  main  effects  for  stress  or  drug  condition. 

To  further  examine  the  significant  effects  of  stress  and  nicotine  exposure  on  food 
consumption,  one-way  ANOVAs  were  conducted  separately  for  male  and  female,  stressed 
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and  non-stressed  rats.  These  analyses  revealed  a  significant  main  effect  for  drug  condition 
only  for  stressed  female  rats  [F(2,27)  =  5.09,  £  <  .05].  Specifically,  Tukey  HSD  post-hoc 
analysis  revealed  that  stressed  female  rats  previously  exposed  to  6  mg  nicotine/kg/day  ate 
significantly  more  food  than  did  stressed  females  rats  previously  exposed  to  saline  (24.02 
±  0.64  g  versus  21.80  ±  0.46  g).  When  groups  were  analyzed  across  drug  condition,  one¬ 
way  ANOVA  revealed  a  significant  effect  for  stress  among  male  rats  previously  exposed 
to  6  mg  nicotine/kg/day  [F(  1,18)  =  6.32,  £  <  .05].  Specifically,  among  male  rats  in  this 
previous  drug  condition,  stressed  rats  consumed  less  food  (29.07  ±  0.74  g)  than  did  non- 
stressed  rats  (24.02  ±  0.64  g). 

Water  consumption.  Analysis  of  water  consumption  collapsed  within  each  of  the 
12  treatment  groups  across  this  phase  indicated  that  there  was  a  significant  main  effect  for 
sex  with  males  drinking  more  water  than  did  females  [F(l,106)  =  10.74,  £  <  .05]  (see 
Figure  6).  There  were  no  main  effect  for  stress  condition  or  drug  condition  and  there 
were  no  significant  2-  or  3 -way  interactions.  These  results  are  listed  in  Table  30. 
Corticosterone 

Figure  15  presents  mean  plasma  corticosterone  levels  (ng/ml)  in  saline  or  nicotine 
(6  or  12  mg  nicotine/kg/day)  exposed  male  and  female  rats  on  the  last  day  of  the 
experiment  following  either  20  minutes  of  immobilization  stress  or  no-stress. 
Corticosterone  levels  at  the  end  of  the  experiment  were  analyzed  with  a  three-way 
ANOVA  using  sex,  stress,  and  nicotine  exposure  as  the  independent  variables.  As 
predicted,  immobilization  stress  resulted  in  higher  levels  of  plasma  corticosterone 
compared  with  the  no-stress  condition  [F(l,106)  =  376.10,  £  <  .05]  and  female  rats  had 
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higher  levels  of  plasma  corticosterone  than  did  male  rats  [F(l,  106)  =  88.49,  £  <  .05], 
regardless  of  stressor  condition.  There  also  was  a  main  effect  for  nicotine  exposure  during 
adolescence  on  plasma  corticosterone  during  adulthood  [F(2, 106)  =  4.78,  £  <  .05]  with 
prior  nicotine  exposure  resulting  in  higher  amounts  of  corticosterone.  There  also  was  a 
significant  nicotine  history  by  stress  interaction  [E(2, 106)  =  13.75,  £  <  .05]  and  there  was 
a  significant  sex  by  stress  by  nicotine  history  interaction  [E(2, 106)  =  3 .07,  £  =  .05].  These 
results  are  listed  in  Table  31.  Subsequent  one-way  ANOVAs  revealed  that  there  were  no 
differences  in  plasma  corticosterone  among  the  male  and  female  stressed  animals  with 
varying  nicotine  history  [F(2,27)  =  0.43,  n.s.  and  E(2,27)  =  27,  n.s.,  respectively]. 
However,  among  the  no-stress  groups,  nicotine  exposure  resulted  in  increased  plasma 
corticosterone  levels  following  opioid  consumption  in  male  and  female  rats  [E(2,27)  = 

9.42,  £  <  .05  and  E(2,25)  =  7.70,  £  <  .05,  respectively].  Tukey  HSD post-hoc  analyses 
were  conducted  separately  to  examine  the  effects  of  adolescent  nicotine  exposure  on 
corticosterone  levels  among  male  and  female  no-stress  animals.  These  results  indicated 
that  previous  exposure  to  the  12  mg  nicotine/kg/day  dose  produced  significant  increases  in 
plasma  corticosterone  levels  and  that  previous  exposure  to  the  6  mg  nicotine/kg/day  dose 
marginally  increased  plasma  corticosterone  levels  for  non-stressed  male  rats  compared  to 
prior  saline  exposure  for  non-stressed  male  rats.  Among  the  non-stressed  female  rats, 
prior  exposure  to  either  6  or  12  mg  nicotine/kg/day  produced  significant  increases  in 
plasma  corticosterone  compared  to  prior  saline  exposure. 

A  regression  analysis  with  plasma  corticosterone  values  as  the  predictor  variable 
and  fentanyl  consumption  by  all  subjects  during  the  initiation  phase  of  the  experiment  as 
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the  dependent  variable  revealed  a  significant  correlation  [R=  +0.19,  E  (1,  116)=  4.46,  £  < 
.05].  This  relationship  did  not  hold  during  the  maintenance  phase  of  the  experiment  [R= 
0. 15,  E  (1,  116)  =  2.82,  n.s.].  In  other  words,  greater  plasma  corticosterone  levels  were 
positively  correlated  with  fentanyl  S  A  during  initiation  but  not  during  maintenance. 


CONFIRMATION  OF  HYPOTHESES 


The  present  experiment  was  designed  to  test  two  major  hypotheses  and  six  minor 
hypotheses.  Major  Hypothesis  1  addressed  the  gateway  hypothesis.  Major  Hypothesis  2 
addressed  the  relationship  between  stress  and  drug  self-administration.  Minor  Hypothesis 
1  addressed  predicted  differences  between  males  and  females  in  opioid  self-administration. 
Minor  Hypotheses  2  and  3  addressed  predictions  regarding  opioid  withdrawal.  Minor 
Hypothesis  4  addressed  stress,  sex,  and  plasma  corticosterone.  Minor  Hypotheses  5  and  6 
addressed  predictions  regarding  nicotine  and  body  weight. 

Major  Hypotheses 

Major  Hypothesis  I:  This  hypothesis  was  only  partially  confirmed.  Non-stressed 
male  rats  exposed  to  6  mg  nicotine/kg/day  consumed  greater  amounts  (mg/kg)  of  fentanyl 
than  did  saline  controls.  The  non-stressed  male  rats  exposed  to  12  mg  nicotine/kg/day 
were  indistinguishable  from  controls  with  regard  to  subsequent  fentanyl  consumption. 
Nicotine  exposure  may  have  been  related  to  subsequent  fentanyl  self-administration  by 
non-stressed  male  rats  in  an  inverted-U  shaped  function,  but  additional  dosages  are 
necessary  to  confirm  the  shape  of  this  function.  This  effect  of  nicotine  on  opioid 
consumption  did  not  occur  among  stressed  male  rats.  In  fact,  exposure  to  immobilization 
stress  attenuated  or  reversed  the  effect  of  adolescent  exposure  to  6  mg  nicotine/kg/day  on 
opioid  consumption  in  adulthood.  Non-stressed  female  rats  exposed  to  12  mg 
nicotine/kg/day  consumed  somewhat  greater  amounts  (mg/kg)  of  fentanyl  than  did  then- 
saline  and  6  mg  nicotine/kg/day  counterparts  but  this  effect  was  not  significant.  This 
effect  of  nicotine  on  opioid  consumption  did  not  occur  among  stressed  female  rats.  In 
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fact,  exposure  to  immobilization  stress  attenuated  any  effects  of  adolescent  exposure  to 
nicotine  (6  or  12  mg  nicotine/kg/day)  on  opioid  consumption  in  adulthood. 

Major  Hypothesis  2:  This  hypothesis  was  not  confirmed.  There  was  no  effect  of 
immobilization  stress  on  opioid  consumption  by  male  or  female  rats. 

Minor  Hypotheses 

Minor  Hypothesis  I:  The  hypothesis  that  adult  female  rats  would  self-administer 
significantly  greater  amounts  (mg/kg)  of  fentanyl  than  would  adult  male  rats,  regardless  of 
previous  nicotine  exposure,  was  confirmed. 

Minor  Hypothesis  2 :  The  finding  that  there  were  no  sex  differences  in  opioid 
withdrawal  behaviors  in  response  to  opioid  antagonism  disconfirmed  this  hypothesis. 

Minor  Hypothesis  3:  The  hypothesis  that  male  rats  exposed  to  immobilization 
stress  would  exhibit  a  greater  number  of  withdrawal  behaviors  in  response  to  naloxone 
challenge  than  would  male  and  female  rats  not  exposed  to  stress  and  female  rats  exposed 
to  stress  was  disconfirmed. 

Minor  Hypothesis  4:  The  hypothesis  that  rats  exposed  to  immobilization  stress 
would  have  higher  levels  of  plasma  corticosterone  than  would  rats  that  were  not  exposed 
to  immobilization  stress  was  confirmed.  Also,  female  rats  had  higher  levels  of  plasma 
corticosterone  than  did  male  rats,  confirming  this  hypothesis. 

Minor  Hypothesis  5:  The  hypothesis  that  rats  exposed  to  nicotine  would  gain  less 
weight  than  would  rats  exposed  to  saline  and  that  this  weight  difference  would  be  greater 
in  female  rats  was  confirmed. 

Minor  Hypothesis  6:  The  hypothesis  that  rats  exposed  to  nicotine  would  gain 
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more  weight  during  the  nicotine  abstinence  phase  than  would  rats  exposed  to  saline  was 
confirmed.  The  finding  that  this  weight  difference  was  greater  in  female  rats  also 
confirmed  this  hypothesis. 


DISCUSSION 


The  problem  that  inspired  the  present  experiment  is,  “Why  do  some  adolescents 
who  smoke  cigarettes  go  on  to  later  use  illicit  drugs?”  Although  a  range  of  variables, 
including  social,  psychological,  behavioral,  and  biological,  may  contribute  to  this 
phenomenon,  the  present  experiment  focused  on  a  psychopharmacological  variable  that 
may  influence  illicit  drug  use  in  adulthood.  More  specifically,  the  present  experiment  was 
designed  to  evaluate  whether  exposure  during  adolescence  to  nicotine,  the  primary  active 
pharmacologic  agent  of  addiction  in  tobacco,  increases  the  likelihood  of  consuming 
opiates  in  adulthood.  In  addition,  the  present  experiment  included  males  and  females  in 
order  to  determine  whether  or  not  gender  differences  exist  in  this  possible  ‘‘gateway.” 
Further,  this  experiment  manipulated  stress  in  order  to  determine  whether  or  not  stress 
affects  any  relationship  between  nicotine  exposure  and  subsequent  opiate  self¬ 
administration.  Male  and  female  rats  were  the  subjects  to  allow  careful  control  of  all  of 
the  independent  variables  as  well  as  to  expose  the  subjects  to  drugs  and  conditions  that 
would  not  be  ethical  in  a  human  investigation.  Overall,  the  results  indicated  that  exposure 
to  a  moderate  dosage  of  nicotine  increased  subsequent  opiate  self-administration  only  by 
non-stressed  male  rats.  This  finding  suggests  that  a  psychopharmacologic  explanation  for 
the  gateway  hypothesis  may  hold  for  certain  males,  and  that  other  variables  (e.g.,  other 
biologic  mechanisms,  social  variables,  cultural  variables)  may  be  needed  to  explain  the 
progression  from  tobacco  to  other  drug  use  by  stressed  individuals  and  by  females. 

The  effects  of  nicotine  administration  on  subsequent  oral  fentanyl  self- 
administration  with  and  without  stress  were  evaluated  in  a  3  (0,  6  mg,  or  12  mg 
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nicotine/kg/day)  x  2  (male,  female)  x  2  (immobilization  stress,  no-stress)  experimental 
design.  Adolescent  rats  received  saline  or  nicotine  (6  mg  or  12  mg/kg/day)  by  osmotic 
minipump  for  24  hours/day  for  19  days.  Then,  following  a  7-day  wash-out  period, 
subjects  had  access  to  fentanyl-HCl  solution  in  their  home  cages  for  6  hours/day  every  day 
for  four  weeks.  Throughout  this  fentanyl  self-administration  phase,  subjects  were  exposed 
to  either  20  minutes/day  of  immobilization  stress  or  no-stress  prior  to  opioid  availability. 
The  dependent  variables  were:  fentanyl  consumption,  body  weight,  food  and  water 
consumption,  and  plasma  corticosterone. 

Nicotine  exposure  during  adolescence  differentially  affected  male  and  female  rats. 
Non-stressed,  male  rats  exposed  to  6  mg  nicotine/kg/day  consumed  more  fentanyl  (mg/kg) 
than  did  non-stressed,  male  rats  exposed  to  saline  or  12  mg  nicotine/kg/day.  In  contrast, 
this  relationship  between  nicotine  exposure  and  opiate  consumption  did  not  occur  among 
stressed,  male  rats.  In  fact,  exposure  to  the  immobilization  stress  prior  to  opioid 
availability  attenuated  or  reversed  the  effect  of  adolescent  nicotine  exposure  to  6  mg 
nicotine/kg/day  on  subsequent  fentanyl  self-administration.  For  female  rats,  exposure  to 
nicotine  did  not  significantly  alter  subsequent  fentanyl  self-administration. 

The  findings  for  the  male,  non-stressed  rats  partially  support  a 
psychopharmacologic  basis  for  the  gateway  hypothesis  in  that  exposure  to  6  mg 
nicotine/kg/day  during  adolescence  resulted  in  an  increase  in  opioid  consumption  during 
adulthood.  The  fact  that  exposure  to  12  mg  nicotine/kg/day  did  not  result  in  increased 
opiate  self-administration  in  non-stressed  males  suggests  either  that  there  is  a  level  of 
nicotine  above  which  a  psychopharmacologic  mechanism  for  the  gateway  hypothesis  does 


72 


not  apply,  or  that  the  continuous  nicotine  administration  paradigm  creates  a 
psychopharmacoiogic  condition  that  does  not  reflect  the  self-administration  of  illicit 
substances  by  humans.  Another  possibility  is  that  the  dosages  of  nicotine  used  in  the 
present  experiment,  that  have  proven  to  be  effective  and  meaningful  in  adult  rats,  may  be 
too  high  for  adolescent  rats.  Future  studies  of  adolescent  exposure  to  nicotine  should 
include  more  dosages,  particularly  more  low  dosages  of  nicotine.  Inclusion  of  additional 
dosages  is  necessary  to  reveal  the  shape  of  the  dose-effect  function  that  may  be  an 
inverted-U.  Additional  nicotine  dosages  also  are  needed  to  determine  whether  the  sex 
difference  that  occurred  is,  indeed,  a  lack  of  a  nicotine  exposure  effect  in  females  or  a  shift 
in  the  dose-response  curve  that  was  not  revealed  by  the  inclusion  of  only  two  nicotine 
dosages.  In  addition,  future  studies  should  include  a  nicotine  self-administration  paradigm 
that  allows  for  a  bolus  administration  of  nicotine  (i.e.,  peaks  and  troughs  of  nicotine 
levels)  that  may  be  a  necessary  psychopharmacoiogic  condition  for  the  gateway  hypothesis 
with  higher  dosages  of  nicotine. 

The  findings  for  the  stressed  males  and  the  findings  for  the  females  (stressed  or  not 
stressed)  did  not  support  a  psychopharmacoiogic  basis  for  the  gateway  hypothesis. 

Perhaps  stress  interfered  with  the  effects  of  nicotine  on  subsequent  fentanyl  self¬ 
administration.  If  this  interpretation  is  correct,  then  it  suggests  that  a 
psychopharmacoiogic  explanation  for  the  gateway  hypothesis  does  not  apply  to  individuals 
under  stress.  To  further  explore  this  possibility  would  require  follow-up  experiments  that 
manipulate  stress  in  different  ways,  including  environmental,  psychological,  physical,  or 
biological  stressors.  The  fact  that  the  results  for  the  females  do  not  support  a 
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psychopharmacoiogical  mechanism  for  the  gateway  hypothesis  may  reveal  that  this 
explanation  does  not  account  for  any  opiate  self-administration  in  females,  or  that  the 
nicotine  dosages  were  too  high  in  the  present  experiment.  Follow-up  studies  should 
include  lower  dosages  of  nicotine  in  adolescent  rats.  It  also  is  possible  that  female 
subjects  were  more  sensitive  to  nicotine  than  were  male  subjects  and  that  the  self¬ 
administration  of  fentanyl  for  females  reflected  the  descending  limb  of  an  inverted  U- 
shaped  function.  This  possibility  is  consistent  with  other  reports  that  females  are  more 
sensitive  to  nicotine  than  are  males  (Battig,  1981;  Silverstein  et  al.,  1980).  The  inclusion 
of  lower  dosages  in  follow-up  studies  would  help  delineate  the  shape  of  the  function  and 
would  examine  this  possibility  of  a  sex  difference  in  sensitivity  to  nicotine  with  regard  to 
the  gateway  hypothesis.  An  alternate  explanation  is  that  the  females  were  less  sensitive  to 
the  rewarding  effects  of  the  nicotine  and,  therefore,  were  less  likely  to  self-administer 
fentanyl  during  adulthood.  A  recent  report  by  Perkins  (1996)  suggests  that  nicotine  may 
be  less  reinforcing  for  women  compared  with  men.  Future  studies  should  include  a 
nicotine  self-administration  paradigm  in  order  to  allow  the  examination  of  the  reinforcing 
efficacy  of  nicotine  in  male  versus  female  rats  and  how  this  reinforcement  affects 
subsequent  opioid  self-administration.  A  third  explanation  for  this  lack  of  support  for  a 
psychopharmacologic  mechanism  in  the  gateway  hypothesis  for  female  rats  is  that  they  are 
less  sensitive  to  the  reinforcing  effects  of  the  fentanyl.  Lex  (1991)  reported  that  women 
and  men  use  and  abuse  different  drugs  of  addiction.  For  example,  women  are  more  likely 
to  abuse  psychotherapeutic  drugs  such  as  sedatives,  tranquilizers,  or  analgesics  compared 
to  men  who  are  more  likely  to  abuse  alcohol,  marijuana,  or  cocaine.  Future  studies  should 
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provide  choices  of  target  drugs  (e.g.,  amphetamines,  benzodiazepines)  in  order  to  further 
examine  gender  differences  in  psychopharmacologic  conditions  in  which  use  of  one  drug 
leads  to  the  use  of  another  drug. 

Nicotine  exposure  during  adolescence  also  affected  other  dependent  measures. 
Nicotine  exposure  during  adolescence  increased  plasma  corticosterone  levels  in  non- 
stressed,  male  and  female  rats.  This  effect  of  nicotine  on  plasma  corticosterone  was 
revealed  in  subjects  that  had  been  exposed  to  nicotine  roughly  two  months  earlier. 
Therefore,  nicotine  exposure  during  adolescence  appeared  to  have  a  biochemical  effect 
that  lasted  into  young  adulthood.  This  increase,  however,  did  not  occur  among  stressed 
rats.  In  addition,  this  finding  was  based  on  plasma  corticosterone  levels  collected  at  only 
one  time  point.  Exposure  to  nicotine  during  adolescence  may  have  long-lasting 
biochemical  effects  that  could  be  relevant  to  other  behaviors  (e.g.,  eating,  hyperactivity, 
attention)  and  biological  responses  (e.g.,  hormones,  neurochemicals),  but  this  finding 
should  remain  tentative  until  replicated  and  confirmed  in  studies  that  include  more 
treatment  groups  and  more  samples  to  analyze  plasma  corticosterone  over  the  course  of 
the  study. 

Nicotine  exposure  also  decreased  body  weight  gains  and  food  consumption  among 
male  and  female  rats.  Both  of  these  effects  were  greater  in  female  than  in  male  rats. 
Nicotine  cessation  resulted  in  significant  increases  in  body  weight  and  food  consumption 
and  these  effects  were  greater  in  females  than  in  males.  These  findings  replicate  previous 
reports  in  Sprague-Dawley  rats  (Grunberg,  1992;  Grunberg  et  al,  1985;  Grunberg  et  al, 
1984;  Grunberg  et  al.,  1988;  Grunberg  et  al.,  1987)  and  indicate  that  the  effects  of 
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nicotine  on  body  weight  and  food  consumption  occur  in  adolescents  as  well  as  in  adults. 

Female  rats  consumed  significantly  more  fentanyl  (mg/kg)  than  did  male  rats, 
regardless  of  nicotine  pre-exposure.  In  addition,  female  rats  had  a  greater  preference  for 
the  fentanyl  solution  than  did  the  male  rats.  These  sex  differences  in  fentanyl  self¬ 
administration  are  consistent  with  earlier  studies  using  opioids,  including  fentanyl  (Brown 
et  al.,  1995;  Klein  et  al.,  1997)  and  morphine  (Alexander  et  al.,  1978).  These  differences 
in  drug  self-administration  and  fentanyl  preference  may  suggest  a  sex  difference  in 
sensitivity  or  tolerance  to  the  fentanyl.  It  could  be  that  female  rats  were  more  sensitive  to 
the  rewarding  and  addicting  actions  of  fentanyl  and,  therefore,  consumed  and  preferred  the 
fentanyl  solution  more.  Alternatively,  it  could  be  that  female  rats  were  less  sensitive  to  the 
rewarding  effects  of  fentanyl  and,  therefore,  needed  to  consume  more  fentanyl  to  achieve  a 
similar  effect  as  experienced  by  the  males.  In  this  context,  it  is  relevant  that  male  and 
female  rats  did  not  display  significant  differences  in  the  number  of  withdrawal  behaviors 
observed  following  naloxone  challenge.  So,  females  consumed  more  fentanyl  (mg/kg) 
than  did  males  but  displayed  similar  amounts  if  opioid  withdrawal  which  suggests  that 
females  are  less  sensitive  to  fentanyl  than  are  males.  These  findings  also  support  the 
earlier  explanation  that  the  gateway  may  not  have  occurred  for  females  because  the 
fentanyl  was  less  reinforcing  for  them  compared  with  the  males.  It  is  noteworthy  that  a 
recent  report  by  Klein  and  colleagues  (1997)  indicated  that  male  rats  displayed  greater 
amounts  of  withdrawal  behavior  following  naloxone  challenge  than  did  female  rats  despite 
lower  amounts  of  fentanyl  consumption.  The  dosage  of  fentanyl  used  in  that  study  was 
similar  to  the  dosage  used  in  the  present  experiment.  In  order  to  directly  examine  these 
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different  possibilities,  male  and  female  rats  could  be  provided  with  different  dosages  of 
fentanyl  and  preference  for  each  dosage  could  be  evaluated  to  more  fully  reveal  the 
underlying  dose-effect  curve.  In  addition,  it  would  be  valuable  to  measure  blood  and  brain 
levels  of  fentanyl  in  males  and  females  to  determine  if  there  are  gender  differences  in 
fentanyl  metabolism,  distribution,  elimination,  and  reabsorption.  Moreover,  additional 
behavioral  (e.g.,  locomotion,  acoustic  startle  response,  pain  perception)  and  biological 
(e.g.,  biochemical,  physiological)  dependent  variables  could  be  evaluated  in  response  to 
fentanyl  consumption  in  male  and  female  rats.  Considering  possible  sex  differences  in 
sensitivity  to  fentanyl,  it  is  noteworthy  that  two  female  rats,  not  exposed  to  stress,  died  of 
apparent  fentanyl  overdose.  These  two  rats  also  had  been  exposed  to  12  mg 
nicotine/kg/day  and  died  despite  lower  amounts  of  fentanyl  consumed  in  comparison  with 
the  stressed  females  that  also  had  been  exposed  to  12  mg  nicotine/kg/day.  These  deaths 
may  reflect  a  heightened  sensitivity  to  the  fentanyl  in  adult  female  subjects  that  had  been 
exposed  to  nicotine  during  adolescence.  If  this  interpretation  is  correct,  then  there  may  be 
a  cross-sensitization  between  nicotine  and  fentanyl.  If  this  cross-sensitization  occurs,  then 
it  means  that  the  effects  of  adolescent  nicotine  exposure  must  be  long-lasting  even  after 
nicotine  cessation.  To  further  investigate  these  sex  differences,  it  also  would  be  valuable 
to  manipulate  sex  hormones  and  to  investigate  stress  and  opiate  consumption. 

Separate  from  effects  of  nicotine  and  fentanyl,  there  also  were  effects  of  stress  and 
sex  in  the  present  experiment.  First,  stress  significantly  increased  plasma  corticosterone  in 
male  and  female  rats.  In  addition,  female  rats  had  higher  levels  of  plasma  corticosterone. 
Both  of  these  findings  replicate  previous  reports  (Brown  &  Grunberg,  1995;  Kant  et  al.. 
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1983;  Kant  et  al.,  1987;  Klein  et  al.,  1997;  Raygada  et  al,  1992;  Shaham  et  al.,  1993). 
Second,  stress  significantly  decreased  body  weight  and  food  consumption  in  male  and 
female  rats  regardless  of  nicotine  history.  This  finding  is  consistent  with  previous  reports 
but  extends  them  by  using  a  repeated  stressor  and  by  evaluating  food  consumption  over 
long  periods  of  time  (Greeno  &  Wing,  1994;  Grunberg  &  Klein,  1995;  Grunberg  & 

Straub,  1992;  Klein,  Lapidus  &  Grunberg,  1995;  Klein,  Faraday,  &  Grunberg,  1996;  Zylan 
&  Brown,  1996). 

Another  finding  was  that  opiate  self-administration  decreased  food  consumption 
for  all  animals.  This  finding  is  consistent  with  reports  that  different  drugs  (e.g.,  opiates, 
cocaine,  amphetamines)  affect  eating  behavior  and  that  food  availability  affects  drug  self¬ 
administration  (Carroll  &  Meisch,  1984;  Grunberg,  1986;  Kanarek  &  Marks-Kaufman, 
1988;  Levine  &  Morley,  1983;  Marks-Kaufman,  1982;  Marks-Kaufman  &  Liples,  1982). 

An  unexpected  finding  was  that  immobilization  stress  did  not  significantly  alter 
fentanyl  consumption  in  male  and  female  rats.  Specifically,  it  was  hypothesized  that 
exposure  to  stress  would  result  in  increased  fentanyl  self-administration  by  male  rats  and 
that  stressor  exposure  would  result  in  decreased  fentanyl  consumption  by  female  rats. 
There  are  a  few  possible  explanations  for  these  unexpected  results.  First,  it  is  possible  that 
the  dosage  of  fentanyl  played  a  role  in  the  effect  of  stress  on  drug  consumption. 
Specifically,  animals  in  this  experiment  were  given  access  to  a  higher  concentration  of 
fentanyl-HCI  (50  pl/ml)  than  were  subjects  in  a  previous  investigation  that  examined  the 
effects  of  immobilization  stress  on  fentanyl  (25  pl/mi)  consumption  by  male  rats  (Shaham, 

1 993).  The  dosage  of  fentanyl  in  the  present  experiment  was  based  on  a  similar  dosage 
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used  in  earlier  reports  that  examined  the  effects  of  predictable  or  unpredictable  footshock 
on  drug  consumption  in  male  rats  (Klein  et  aL,  1997;  Shaham  et  aL,  1993).  Unpredictable 
footshock  stress  affected  fentanyl  consumption  by  male  rats  but  not  by  female  rats 
compared  with  no-stress  conditions  (Klein  et  aL,  1997;  Klein  et  aL,  1993).  The  results  of 
the  present  experiment  suggest  that  different  stressors  (i.e.,  immobilization  stress  versus 
footshock  stress)  may  differentially  influence  the  relationship  between  stress  and  illicit 
drug  consumption  by  altering  the  reinforcing  value  of  the  illicit  drug.  If  this  distinction  is 
correct,  then  future  studies  should  include  different  stressors  and  different  dosages  of 
opioids.  In  this  context,  it  also  is  relevant  that  housing  conditions  can  affect  stress 
responses  differently  in  male  and  female  rats  (Brown  &  Grunberg,  1995).  Therefore,  the 
failure  to  find  an  effect  of  immobilization  stress  in  the  females  in  the  present  experiment 
may  be  somewhat  related  to  effects  of  the  individual  housing  conditions  used  in  the 
present  study.  Future  studies  should  consider  this  possibility. 

Another  potential  reason  for  this  lack  of  an  effect  of  stress  on  drug  consumption  is 
the  age  of  the  subjects  in  the  present  experiment.  The  age  of  the  male  subjects  during  the 
time  of  opioid  availability  (i.e.,  68-96  days  old)  was  similar  to  the  ages  of  subjects  (60- 
185  days)  in  other  studies  that  have  investigated  the  effects  of  stress  on  opioid 
consumption  in  male  rats  (Klein  et  aL,  1997;  Shaham  et  aL,  1992;  Shaham  et  aL,  1993). 
However,  females  in  the  present  experiment  were  much  younger  than  were  females 
included  in  the  one  published  report  on  the  effects  of  stress  on  opioid  consumption  (i.e., 
68-96  days  of  age  versus  105-185  days  of  age;  Klein  et  aL,  1997).  Therefore,  it  would  be 
valuable  to  study  effects  of  stress  on  male  and  female  subjects  of  different  ages. 
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In  addition,  animals  in  the  present  experiment  were  exposed  to  other  experimental 
conditions  (e.g.,  minipump  implant  and  explant)  prior  to  the  opioid  phase  of  the 
experiment,  whereas  subjects  in  other  studies  were  experimentally  naive  before  the 
beginning  of  the  experiment.  Therefore,  it  is  possible  that  the  behavioral  history  (e.g., 
housing  conditions,  handling)  of  the  animals  during  adolescence  played  an  important  role 
in  influencing  the  effects  of  stress  on  fentanyl  consumption.  Other  studies  have  revealed 
that  housing  and  rearing  conditions  can  influence  opioid  consumption  in  rats  (Alexander  et 
al.,  1981;  Alexander  et  al.,  1978;  Bardo,  Robinet,  &  Hammer,  1997;  Bozarth  et  al.,  1989; 
Brown  et  al.,  1995;  Marks-Kaufman  &  Lewis,  1984;  Pilcher  &  Jones,  1981;  Schenk,  Britt, 
Atalay,  &  Charleson,  1982;  Schenk,  Ellison,  Hunt,  &  Amit,  1985;  Zimmerberg  &  Brett, 
1992).  Specifically,  rats  under  8  weeks  of  age  that  are  raised  in  isolation  (i.e.,  individual 
housing  conditions)  consume  more  opioids  and  are  less  sensitive  to  the  effects  of  the 
opioids  (i.e.,  less  severe  withdrawal  symptoms  following  naloxone  injections,  decreased 
opioid  receptor  binding)  compared  with  animals  raised  in  groups  (Alexander  et  al.,  1981; 
Alexander  et  al.,  1978;  Marks-Kaufman  &  Lewis,  1984;  Schenk  et  al.,  1982;  Schenk  et  al., 
1985).  Therefore,  it  is  possible  that  isolated  housing  conditions  played  a  more  important 
role  in  influencing  fentanyl  consumption  than  did  restraint  stress  in  the  present  experiment. 
In  addition,  differential  housing  conditions  during  adolescence  may  have  influenced  the 
effects  of  nicotine  on  illicit  drug  consumption  during  adulthood.  Future  studies  should 
include  differential  housing  conditions  (e.g.,  isolated,  grouped,  crowded)  during 
development  and  during  nicotine  exposure  to  clarify  the  role  that  nicotine,  stress,  or  both 
may  play  on  opioid  consumption  during  adulthood.  In  addition,  the  present  experiment 
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only  examined  the  effects  of  stress  on  drug  consumption  in  adulthood  after  adolescence 
and  nicotine  exposure.  Future  studies  should  evaluate  the  interactive  effects  of  stress  and 
nicotine  exposure  during  adolescence  on  subsequent  drug  self-administration  during 
adulthood. 

There  are  several  additions  and  changes  that  would  be  worthwhile  in  follow-up 
experiments  based  on  the  present  findings.  First,  it  would  be  valuable  to  include  two 
additional  experimental  groups  to  further  investigate  the  effects  of  stress  on  drug 
consumption:  one  group  that  is  exposed  to  stress  during  opioid  initiation  but  not  during 
opioid  maintenance;  and  one  group  that  is  not  exposed  to  stress  during  opioid  initiation 
but  is  exposed  to  stress  during  opioid  maintenance.  These  two  groups  would  help  clarify 
the  role  that  stress  may  play  in  the  initiation  and  in  the  maintenance  of  drug-taking 
behavior.  In  the  present  experiment,  it  is  possible  that  the  effects  of  stress  on  opioid 
consumption  were  not  evident  because  stress  does  not  affect  the  initiation  of  drug-taking 
behavior.  The  present  experiment  examined  drug  self-administration  for  a  relatively  short 
period  of  time  compared  with  other  studies  that  have  reported  an  effect  of  stress  on  opioid 
consumption  (e.g.,  Klein  et  al.,1997;  Shaham  et  al.,  1992;  Shaham  et  al.,  1993).  For 
example,  Klein  and  colleagues  (1997)  reported  that  sex  differences  in  fentanyl 
consumption  manifested  within  the  first  3  days  of  opioid  availability.  However,  the  effects 
of  predictable  versus  unpredictable  stress  on  fentanyl  consumption  did  not  occur  until  at 
least  20  days  of  opioid  access.  Further,  reports  by  Shaham  and  colleagues  (Shaham,  1992; 
Shaham  et  al.,  1992;  Shaham  et  al.,  1993)  indicated  that  effects  of  stress  (immobilization, 
footshock)  on  opioid  consumption  in  male  rats  were  found  over  a  50-day  drug  availability 
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period.  In  addition,  these  other  experiments  used  water  deprivation,  forced  consumption, 
and  gradual  increases  in  drug  concentration  to  induce  chug  consumption.  By  initially 
providing  a  choice  of  fentanyl  and  water,  the  present  experiment  was  designed  to 
investigate  the  effects  of  nicotine  exposure  during  adolescence  on  opioid  consumption  in 
adulthood  in  a  way  that  more  closely  resembled  the  human  condition.  Fentanyl-only  days 
were  included  in  this  study  because  previous  investigations  have  used  this  paradigm  of 
drug-consumption  induction.  With  respect  to  the  gateway  hypothesis,  however,  children 
and  adults  alike  have  a  choice  between  taking  or  not  taking  drugs  that  are  available  on  the 
street.  In  addition,  there  is  little  choice  as  to  the  concentration  of  a  particular  drug  that  a 
person  may  receive  off  the  street.  If  this  is  the  case,  then  another  modification  to  the 
present  paradigm  would  be  the  continuous  availability  of  water  and  opioids  in  the  home 
cage. 

Another  addition  to  the  present  experiment  would  be  the  cessation  of  the  stressor 
and  the  reinstatement  of  the  stressor  in  order  to  investigate  the  effects  of  stress  on  relapse 
of  drug-taking  behavior.  Stressors  may  reinstate  drug-seeking  behavior  because  they 
activate  neural  pathways,  such  as  the  mesolimbic  dopaminergic  system,  that  are  similar  to 
those  activated  by  the  rewarding  drugs  themselves  (Koob  &  Bloom,  1988;  Shaham  & 
Stewart,  1995,  1996;  Stewart,  1984;  Stewart  &  Vezina,  1988;  Wise  &  Bozarth,  1987). 
Another  addition  to  the  present  paradigm  would  be  the  assessment  of  other  biochemicals, 
including  dopamine  and  its  metabolites,  in  order  to  better  understand  their  role  in  the 
gateway  hypothesis.  Future  studies  also  should  examine  the  role  of  opioid  receptors  in 
mediating  any  of  these  effects. 


Another  addition  to  the  present  experiment  is  the  inclusion  of:  (1)  a  group  of 
animals  that  are  continuously  provided  with  nicotine  during  adulthood  to  evaluate  the 
effects  of  nicotine  exposure  from  adolescence  through  adulthood  on  opioid  consumption; 
(2)  a  group  of  animals  that  are  not  exposed  to  nicotine  until  adulthood  to  examine  adult 
nicotine  exposure  on  opioid  consumption;  and  (3)  a  group  of  animals  that  are  given 
nicotine  during  adolescence  and  adulthood  and  then  are  given  saline  to  examine  the  effects 
of  nicotine  cessation  on  opioid  consumption.  These  groups  may  be  necessary  to 
determine  whether  psychopharmacologic  mechanisms  are  involved  in  the  gateway 
hypothesis.  Females  and  stressed  subjects  might  need  nicotine  in  the  body  with  opiates  to 
reveal  the  hypothesized  effects.  For  example,  nicotine  exposure  may  prime  the  individual 
(biologically  or  psychologically)  to  some  effects  of  opiates  that  influence  opiate  self¬ 
administration.  The  present  paradigm  also  could  be  used  to  expose  adolescent  rats  to 
alcohol,  with  and  without  nicotine,  to  evaluate  the  potential  influence  of  this  other 
purported  gateway  drug.  Additional  target  drugs  such  as  inhalants,  cocaine,  heroin,  and 
methamphetamine  could  be  added  to  the  protocol  to  investigate  potential  differences  in  the 
role  that  adolescent  nicotine  exposure  may  play  in  subsequent  drug  self-administration. 

Future  studies  also  could  examine  genetic  factors  as  they  influence  the  role  that 
nicotine  might  play  in  the  gateway  hypothesis.  For  example,  rats  that  are  more  or  less 
sensitive  to  the  effects  of  nicotine  could  be  used  in  the  present  paradigm  to  help  determine 
genetic  contributions  in  the  psychopharmacological  effects  of  nicotine  exposure  during 
adolescence  on  subsequent  drug  consumption.  Future  studies  also  could  use  this  model  to 
examine  potential  behavioral  (e.g.,  pain  perception,  attention,  arousal),  neurobiological 
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(e.g.,  opioid  receptors,  serotonergic  pathways,  corticosterone),  and  non-pharmacological 
(e.g.,  environment)  mechanisms  that  might  underlie  the  role  that  nicotine  exposure  during 
adolescence  may  have  in  increasing  the  likelihood  of  subsequent  drug  self-administration. 

Lf  the  present  findings  generalize  to  humans,  then  they  suggest  that,  in  boys, 
nicotine  exposure  (e.g.,  cigarette  smoking)  during  adolescence  could  result  in  increased 
opioid  use  in  adulthood.  In  addition,  the  present  findings  suggest  that  a 
psychopharmacologic  effect  of  nicotine  on  subsequent  drug  use  may  hold  true  for  light 
smokers  but  not  heavy  smokers  during  adolescence.  If  this  extrapolation  is  true,  then  low- 
nicotine  yield  cigarettes  and  other  tobacco  products  may  be  particularly  dangerous  for 
adolescents.  These  results  are  alarming  given  the  continued  increase  in  tobacco  use  by 
adolescents  (USDHHS,  1994).  Another  potentially  dangerous  issue  is  the  availability  of 
over-the-counter  nicotine  replacement  therapies  that  are  available  in  a  range  of  doses.  The 
sale  of  these  products  is  not  regulated  and  if  the  psychopharmacologic  actions  of  nicotine 
do,  in  fact,  lead  to  subsequent  dmg  abuse,  then  these  products  may  become  another 
gateway  mechanism.  In  addition  to  the  gateway  hypothesis,  the  present  experiment 
reported  that  exposure  to  stress  and  prior  exposure  to  nicotine  decreased  opioid 
consumption.  If  this  finding  with  rats  is  true  for  humans,  then  it  is  possible  that  nicotine 
administration,  via  transdermal  nicotine  patch,  in  addicted  individuals  actually  might 
diminish  the  reported  effects  of  stress  on  increased  drug  consumption. 

In  summary,  the  present  experiment  examined  a  psychopharmacologic  mechanism 
in  the  gateway  hypothesis  by  evaluating  whether  exposure  during  adolescence  to  nicotine 
increased  the  likelihood  of  consuming  opiates  in  adulthood  in  an  animal  paradigm.  In 
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addition,  the  present  experiment  examined:  whether  or  not  gender  differences  exist  in  this 
possible  “gatewa/5  and  whether  or  not  stress  affects  any  relationship  between  nicotine 
exposure  and  subsequent  opiate  self-administration.  The  results  suggest  that  nicotine 
exposure  during  adolescence  may  have  some  biological  effect  that  increases  the  likelihood 
of  subsequent  drug  abuse  for  non-stressed  males.  The  results  suggest  that  a 
psychopharmacologic  explanation  for  the  gateway  hypothesis  may  not  hold  for  stressed 
males  or  for  females.  However,  it  is  important  to  repeat  the  study  with  additional  dosages 
of  nicotine  and  with  nicotine  exposure  continuing  during  opioid  availability  to  determine 
definitively  whether  the  hypothesized  nicotine  exposure  mechanism  should  be  rejected  for 
females  and  stressed  individuals.  If  the  findings  of  the  present  experiment  generalize  to 
humans,  any  nicotine  exposure  (e.g.,  cigarettes,  cigars,  chewing  tobacco,  nicotine  gum) 
might  predispose  some  boys  to  abuse  harder  drugs.  The  present  findings  also  suggest  that 
other  variables  (e.g.,  social,  psychological,  cultural,  other  biological)  deserve  additional 
research  attention.  Finally,  the  present  experiment  provides  a  potential  animal  model  to 
help  further  investigate  the  psychopharmacologic  effect  of  adolescent  nicotine  exposure  on 
other  drug  abuse  (e.g.,  cocaine,  amphetamines)  and  other  appetitive  behaviors  in 


adulthood. 


TABLES 
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Table  1.  Experimental  design. 


Sex  (2)  X _ Drug  (3) _ X  Stress  (2) 


Male 

(n=60) 

0  mg/kg/day  (n=20) 

Stress  (n=10) 

No-stress  (n=10) 

6  mg  nic/kg/day  (n=20) 

Stress  (n=10) 

No-stress  (n=10) 

12  mg  nic/kg/day  (n=20) 

Stress  (n=10) 

No-stress  (n=10) 

Female 

(n=60) 

0  mg/kg/day  (n=20) 

Stress  (n=10) 

No-stress  (n=10) 

6  mg  nic/kg/day  (n=20) 

Stress  (n=10) 

No-stress  (n=10) 

12  mg  nic/kg/day  (n=20) 

Stress  (n=10) 

i - - - -  ,  „  . . . . .  . ...  -  . —  j 

I-  Fentanyl  SA  -I 


Total  N  =  120 
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Table  2.  Timeline  of  the  experiment  and  associated  ages  of  subjects. 


EXPERIMENT  AGE  OF 

EXPERIMENT  PHASE  DAYS  SUBJECTS 


1-3  33-35  days 


Gentling  (3  days) 

Baseline  (5  days) 

Nicotine/Saline  Minipump  Implant 
Nicotine/Saline  Exposure  (19  days) 
Nicotine/Saline  Minipump  Explant 
Nicotine/Saline  Abstinence  (7  days) 
Opioid  Initiation  (8  days) 

Opioid  Maintenance  (21  days) 
Naloxone  Challenge  (2  days) 

Opioid  Abstinence  (5  days) 
Corticosterone  Measurement 


4-8 

36-40  days 

9 

41  days 

1 0-28 

42-60  days 

28 

60  days 

29-35 

61-67  days 

36-43 

68-75  days 

44-64 

76-96  days 

65-66 

97-98  days 

67-71- 

99-103  days 

72 

104  days 
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Table  3.  Results  for  three-way  ANOVA  on  mean  body  weight  during  the  baseline  phase 
of  the  experiment  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,108)=  115.09 

p  <  .051 

Drug 

F(2,108)=  0.03 

n.s. 

Stress 

F(l, 108)=  0.04 

n.s. 

Drug  X  Sex 

F(2,I08)=  0.02 

n.s. 

Drug  X  Stress 

F(2, 108)=  0.02 

n.s. 

Sex  X  Stress 

F(l,  108)=  0.002 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 108)=  0.02 

n.s. 

lMaIes  >  Females 


Table  4.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  the  baseline 
phase  of  the  experiment  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,  108)=  33.83 

p  <  .051 

Drug 

F(2, 108)=  0.35 

n.s. 

Stress 

F(l, 108)=  0.61 

n.s. 

Drug  X  Sex 

n.s. 

Drug  X  Stress 

F(2,108)=  0.68 

n.s. 

Sex  X  Stress 

F(  1,108)=  1.06 

n.s. 

Sex  X  Stress  X  Drug 

F(2,108)=  0.80 

n.s. 

lMaies  >  Females 
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Table  5.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  the  baseline 
phase  of  the  experiment  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,108)=  0.91 

n.s. 

Drug 

F(2, 108)=  0.27 

n.s. 

Stress 

F(l,108)=  4.25 

p  <  .051 

Drug  X  Sex 

F(2,108)=  1.69 

n.s. 

Drug  X  Stress 

F(2,108)=  0.18 

n.s. 

Sex  X  Stress 

F(l,  108)=  3.49 

n.s. 

ISSSSEESfMi 

F(2,108)=  0.09 

n.s. 

1  Stress  >  No-Stress 


Table  6.  Results  for  three-way  ANOVA  on  mean  body  weight  during  nicotine  or  saline 
exposure  (19  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(  1,108)=  542.76 

p  <  ,05l 

Drug 

F(2,108)=  9.35 

p  <  .052 

Stress 

F(l, 108)=  0.60 

n.s. 

Drug  X  Sex 

F(2,108)=  0.05 

n.s. 

Drug  X  Stress 

F(2,108)=  0.09 

n.s. 

Sex  X  Stress 

F(l,108)=  0,18 

n.s. 

EllSlEISSi 

F(2,108)=  0.70 

n.s. 

*Males  >  Females 
Nicotine  <  Saline 


Table  7.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  nicotine  or 
saline  exposure  (19  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 
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1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,  108)=  366.53 

p  <  ,05‘ 

Drug 

F(2,108)=  18.07 

p  <  ,052 

Stress 

F(l,108)=  2.30 

n.s. 

Drug  X  Sex 

F(2,108)=  0.36 

n.s. 

Drug  X  Stress 

F(2,108)=  0.10 

n.s. 

Sex  X  Stress 

F(l,108)=  0.09 

n.s. 

Sex  X  Stress  X  Drug 

F(2,108)=  0.82 

n.s. 

‘Males  >  Females 
Nicotine  <  Saline 


Table  8.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  nicotine  or 
saline  exposure  (19  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


1  Analysis 

F  (d.f.) 

p  Value  | 

Sex 

F(l,108)=  32.84 

p  <  .05‘ 

Drug 

F(2,108)=  0.71 

n.s. 

Stress 

F(1, 108)=  9.62 

p  <  .052 

Drug  X  Sex 

F(2,108)=  1.92 

n.s. 

Drug  X  Stress 

n.s. 

Sex  X  Stress 

F(l,  108)=  0.96 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 108)=  0.89 

n.s. 

‘Males  >  Females 
2Stress  >  No-Stress 


Table  9.  Results  for  three-way  ANOVA  on  mean  body  weight  during  nicotine  or  saline 
cessation  (6  days)  by  sex,  drug  (0,  6,  or  12  mg  mcotine/kg/day),  and  stress  condition. 
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Analysis 

F(d.f.) 

p  Value 

Sex 

F(l,108)=  932.20 

p  <  .05* 

Drug 

F(2,108)=  3.52 

p  <  .052 

Stress 

F(l,108)=  1.26 

n.s. 

Drug  X  Sex 

F(2, 108)=  0.002 

n.s. 

Drug  X  Stress 

F(2, 108)=  0.08 

n.s. 

Sex  X  Stress 

F(l,108)=  0.31 

n.s. 

Sex  X  Stress  X  Drug 

F(2,108)=  1.43 

n.s. 

lMales  >  Females 
Nicotine  <  Saline 


Table  10.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  nicotine  or 
saline  cessation  (6  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/ day),  and  stress 
condition. 


|  Analysis 

F  (d.f.) 

p  Value  | 

Sex 

F(l,  108)=  289.21 

p  <  ,05‘ 

Drug 

F(2, 108)=  1.22 

n.s. 

Stress 

F(l,  108)=  2.77 

n.s. 

Drug  X  Sex 

F(2, 108)=  0.12 

n.s. 

Drug  X  Stress 

F(2, 108)=  0.14 

n.s. 

Sex  X  Stress 

F(l, 108)=  0.01 

n.s. 

Sex  X  Stress  X  Drug 

F(2,108)=  1.97 

n.s. 

1  Males  >  Females 
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Table  1 1 .  Results  for  three-way  ANOVA  on  mean  water  consumption  during  nicotine  or 
saline  cessation  (6  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,75)=  7.55 

p  <  .051 

Drug 

F(2,75)=  0.75 

n.s. 

Stress 

F(l,75)=  1.64 

n.s. 

Drug  X  Sex 

F(2,75>=  0.29 

n.s. 

Drug  X  Stress 

F(2,75)=  0.52 

n.s. 

Sex  X  Stress 

F(l,75)=  1.03 

n.s. 

Sex  X  Stress  X  Drug 

immm 

n.s. 

^ales  >  Females 


Table  12.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  the  last  3 
days  of  nicotine  or  saline  cessation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and 
stress  condition. 


\  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(  1,105)=  5.47 

p  <  .05 1 

Drug 

F(2, 105)=  0.54 

n.s. 

Stress 

F(l,  105)=  3.67 

n.s. 

Drug  X  Sex 

F(2, 105)=  0.40 

n.s. 

Drug  X  Stress 

F(2,105)=  0.12 

n.s. 

Sex  X  Stress 

F(l,105)=  0.20 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 105)=  0.43 

n.s. 

^ales  >  Females 
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Table  13.  Results  for  three-way  ANOVA  on  mean  body  weight  during  opioid  initiation  (8 
days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F( 1,108)=  904.66 

p  <  .05' 

Drug 

F(2, 108)=  2.39 

n.s. 

Stress 

F(  1,108)=  0.32 

n.s. 

Drug  X  Sex 

F(2,108)=  0.001 

n.s. 

Drug  X  Stress 

F(2, 108)=  0.31 

n.s. 

Sex  X  Stress 

F(  1,1 08)=  0.02 

n.s. 

Sex  X  Stress  X  Drug _ 

F(2,108)=1.70 

n.s. 

‘Males  >  Females 


Table  14.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  4  choice 
days  of  opioid  initiation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


S  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,  108)=  302.11 

p  <  .05' 

Drug 

F(2, 108)=  0.03 

n.s. 

Stress 

F(l,108)=  2.60 

n.s. 

Drug  X  Sex 

F(2, 108)=  0.36 

n.s. 

Drug  X  Stress 

F(2,108)=  0.45 

n.s. 

Sex  X  Stress 

F(  1,108)=  1.39 

n.s. 

Sex  X  Stress  X  Drug _ 

F(2, 108)=  0.86 

n.s. 

‘Males  >  Females 


Table  15.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  4  choice 
days  of  opioid  initiation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 
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|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,  108)=  35.09 

p  <  .05l 

Drug 

F(2, 108)=  0.90 

n.s. 

Stress 

F(l,108)=  1.56 

n.s. 

Drug  X  Sex 

F(2, 108)=  0.23 

n.s. 

Drug  X  Stress 

F(2,108)=  0.21 

ms. 

Sex  X  Stress 

F(  1,108)=  1.73 

n.s. 

Sex  X  Stress  X  Drug 

F(2,108)=  1.01 

n.s. 

^ales  >  Females 


Table  16.  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  initiation  (8  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,108)=41.15 

p  <  .051 

Drug 

F(2, 108)=  0.45 

n.s. 

Stress 

F(l, 108)=  1.71 

n.s. 

Drug  X  Sex 

F(2,108)=  0.41 

n.s. 

Drug  X  Stress 

F(2, 108)=  0.16 

n.s. 

Sex  X  Stress 

F(  1,1 08)=  2.51 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 108)=  0.04 

n.s. 

!Males  <  Females 
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Table  17.  Results  for  three-way  ANOVA  on  mean  fentanyi  consumption  (mg/kg)  during 
opioid  initiation  (8  days)  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress  condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,94)=  34.35 

p  <  .05' 

Nicotine  History 

F(l,94)=  0.94 

n.s. 

Stress 

F(l,94)=  1.14 

n.s. 

Nicotine  History  X  Sex 

F(l,94)=  0.79 

n.s. 

Nicotine  History  X  Stress 

F(l,94)=  0.32 

n.s. 

Sex  X  Stress 

F(l,94)=  2.04 

n.s. 

Sex  X  Stress  X  Drug 

pn 
■ * 

* 

VO 

4*. 

II 

o 

o 

00 

n.s. 

^ales  <  Females 


Table  18.  Results  for  three-way  ANOVA  on  mean  fentanyi  preference  (percent)  during  4 
choice  days  of  opioid  initiation  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,90)=  5.86 

p  <  .05' 

Drug 

F(2,90)=  0.17 

n.s. 

Stress 

F(l,90)=  1.05 

n.s. 

Drug  X  Sex 

F(2,90)=  0.16 

n.s. 

Drug  X  Stress 

F(2,90)=  1.01 

n.s. 

Sex  X  Stress 

F(l,90)=  2.32 

n.s. 

Sex  X  Stress  X  Drug 

F(2,90)=  3.52 

^aies  <  Females 

2Stress  females  with  nicotine  history  >  No-stress  females  with  saline  history  >  Stress 
females  with  saline  history  >  No-stress  females  with  nicotine  history 
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Table  19.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  4 
choice  days  of  opioid  initiation  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress 
condition. 


1  Ana,ysis 

F  (d.f.) 

moon 

Sex 

F(l,l  12)=  5.09 

p  <  .05l 

Nicotine  History 

F(1,1 12)=  0.28 

n.s. 

Stress 

F(l,l  12)=  0.37 

n.s. 

Nicotine  History  X  Sex 

F(l,112)=  0.23 

n.s. 

Nicotine  History  X  Stress 

F(l,112)=  1.24 

n.s. 

Sex  X  Stress 

F(l,112)=0.41 

n.s. 

Sex  X  Stress  X  Drug 

F(l,l  12)—  6.21 

p  <  .052 

^ales  <  Females 

2Stress  females  with  nicotine  history  >  No-stress  females  with  saline  history  >  Stress 
females  with  saline  history  >  No-stress  females  with  nicotine  history 


Table  20.  Results  for  three-way  ANOVA  on  mean  body  weight  during  opioid 
maintenance  (21  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,106)=  824.71 

p  <  ,05l 

Drug 

F(2,106)=  1.06 

n.s. 

Stress 

F(  1,106)=  19.48 

p  <  .052 

Drug  X  Sex 

F(2, 106)=  0.06 

n.s. 

Drug  X  Stress 

F(2, 106)=  0.37 

n.s. 

Sex  X  Stress 

F(l,106)=  3.74 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 106)=  2.30 

n.s. 

lMales  >  Females 

2Stress  <  No-Stress 


97 


Table  2 1 .  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  maintenance  (21  days)  by  sex,  drug  (0,  6,  or  12  mg  nieotine/kg/day),  and  stress 
condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(  1,106)=  64.97 

p  <  .05l 

Drug 

F(2, 106)=  0.01 

n.s. 

Stress 

F(l,  106)=  2.11 

n.s. 

Drug  X  Sex 

F(2,106)=  1.84 

n.s. 

Drug  X  Stress 

F(2,106)=  1.60 

n.s. 

Sex  X  Stress 

F(  1,106)=  0.94 

n.s. 

Sex  X  Stress  X  Drug 

FP'lor°-89 . 

n.s. 

^ales  <  Females 


Table  22.  Results  for  three-way  ANOVA  on  mean  fentanyl  consumption  (mg/kg)  during 
opioid  maintenance  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,i  10)=  51.30 

p  <  .051 

Nicotine  History 

F(l,l  10)=  0.01 

n.s. 

Stress 

F(l,l  10)=  0.75 

n.s. 

Nicotine  History  X  Sex 

F(l,110)=  1.47 

n.s. 

Nicotine  History  X  Stress 

F(l,110)=  1.98 

n.s. 

Sex  X  Stress 

F(l,l  10)=  0.91 

n.s. 

Sex  X  Stress  X  Drug 

* 

o 

II 

o 

b 

n.s. 

lMales  <  Females 
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Table  23.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  5 
choice  days  of  opioid  maintenance  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and 
stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(  1,106)=  6.04 

p  <  .05' 

Drug 

F(2,106)=  1.74 

n.s. 

Stress 

F(l,  106)=  2.31 

n.s. 

Drug  X  Sex 

F(2,106)=  0.05 

n.s. 

Drug  X  Stress 

F(2, 106)=  0.05 

n.s. 

Sex  X  Stress 

F(  1,106)=  0.03 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 106)=  1.83 

n.s. 

'Males  <  Females 


Table  24.  Results  for  three-way  ANOVA  on  mean  fentanyl  preference  (percent)  during  5 
choice  days  of  opioid  maintenance  by  sex,  nicotine  history  (saline  or  nicotine),  and  stress 
condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(1 , 1 10)=  6.13 

p  <  .05' 

Nicotine  History 

F(l,  110)=  3.07 

n.s. 

Stress 

F(l,l  10)=  2.42 

n.s. 

Nicotine  History  X  Sex 

F(l,  1 10)=  0.63 

n.s. 

Nicotine  History  X  Stress 

F(l,l  10)=  0.04 

n.s. 

Sex  X  Stress 

F(l,l  10)=  0.41 

n.s. 

Sex  X  Stress  X  Drug 

F(l,l  10)=  3.60 

n.s. 

'Males  <  Females 


Table  25.  Results  for  three-way  ANOVA  on  total  opioid  withdrawal  scores  following 
naloxone  injection  (1.5  mg/kg)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress 
condition. 


|  Analysis 

f  (d.r.) 

p  Value 

Sex 

F(l,  106)=  2.43 

n.s. 

Drug 

F(2,106)=  0.58 

n.s. 

Stress 

F(l,  106)=  0.88 

n.s. 

Drug  X  Sex 

F(2, 106)=  0.94 

n.s. 

Drug  X  Stress 

F(2, 106)=  0.21 

n.s. 

Sex  X  Stress 

F(l,  106)=  0.70 

n.s. 

Sex  X  Stress  X  Drug 

F(2,106)=  1.40 

n.s. 

Table  26.  Results  for  three-way  ANOVA  on  pre-naloxone  injection  (1.5  mg/kg)  body 
weight  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F( 1,106)=  964.66 

p  <  .05' 

Drug 

F(2, 106)=  0.66 

n.s. 

Stress 

F(l,106)=  46.67 

p  <  ,052 

Drug  X  Sex 

F(2, 106)=  0.09 

n.s. 

Drug  X  Stress 

F(2, 106)=  0.24 

n.s. 

Sex  X  Stress 

F(l,  106)=  8.59 

p  <  .053 

Sex  X  Stress  X  Drug 

-a,2;'?6.)-  2J2 _ 

n.s. 

!Males  >  Females 
2Stress  <  No-Stress 

3Stress  males  <  Stress  females  <  No-stress  females  <  No-stress  males 


Table  27.  Male  and  female  pre-naloxone  injection  (1.5  mg/kg)  and  post-injection  body 
weights  (means  and  standard  errors). 
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Group 

Pre-injection  Body  Weight  (g) 
±  SEM 

Post-injection  Body  Weight  (g) 

±  SEM 

Males 

430.02  ±5.56 

427.87  ±5.63 

Females 

265.10  ±3.00 

261.48  ±2.83 

Table  28.  Results  for  three-way  ANOVA  on  mean  body  weight  during  opioid  abstinence 
(5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F( 1,1 06)=  1044.69 

p<  .05' 

Drug 

F(2, 106)=  0.21 

n.s. 

Stress 

F(i,  106)=  6.10 

p  <  ,052 

Drug  X  Sex 

F(2, 106)=  1.16 

n.s. 

Drug  X  Stress 

F(2,106)=  14.80 

p  <  ,053 

Sex  X  Stress 

F(l,  106)=  2.01 

n.s. 

Sex  X  Stress  X  Drug 

F(2, 106)=  3.27 

p  <  .054 

^ales  >  Females 
2Stress  <  No-Stress 

3,4No-stress  males  with  6  mg  nic/kg/day  history  <  No-stress  males  with  12  mg  nic/kg/day 
history;  Stress  males  with  6  mg  nic/kg/day  history  >  Stress  males  with  12  mg  nic/kg/day 
history  and  Stress  males  with  saline  history;  Stress  females  with  6  mg  nic/kg/day  history  > 
Stress  females  with  12  mg  nic/kg/day  history 


Table  29.  Results  for  three-way  ANOVA  on  mean  food  consumption  during  opioid 
abstinence  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


1  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,106)=  234.68 

p<  .051 

Drug 

F(2,I06)=  0.93 

n.s. 

Stress 

F(l,  106)=  0.75 

n.s. 

Drug  X  Sex 

F(2,106)=  0.79 

n.s. 

Drug  X  Stress 

F(2,106)=  5.18 

p  <  .052 

Sex  X  Stress 

F(l,  106)=  0.000 

n.s. 

Sex  X  Stress  X  Drug 

F(2,106)=  0.59 

n.s. 

LMales  >  Females 

2Stress  females  with  6  mg  nic/kg/day  history  >  Stress  females  with  saline  history 


Table  30.  Results  for  three-way  ANOVA  on  mean  water  consumption  during  opioid 
abstinence  (5  days)  by  sex,  drug  (0,  6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


|  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,  106)=  10.74 

p  <  .05l 

Drug 

F(2, 106)=  0.46 

n.s. 

Stress 

F(l,  106)=  0.48 

n.s. 

Drug  X  Sex 

F(2,106)=  1.61 

n.s. 

Drug  X  Stress 

F(2,106)=  0.90 

n.s. 

Sex  X  Stress 

F(l,106)=  2.14 

n.s. 

Sex  X  Stress  X  Drug 

F(2,106)=  0.75 

n.s. 

lMales  >  Females 
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Table  3 1 .  Results  for  three-way  ANOVA  on  corticosterone  levels  (ng/ml)  by  sex,  drug  (0, 
6,  or  12  mg  nicotine/kg/day),  and  stress  condition. 


I  Analysis 

F  (d.f.) 

p  Value 

Sex 

F(l,  106)=  88.49 

p  <  .051 

Drug 

F(2, 106)=  4.78 

p  <  .052 

Stress 

F(l,  106)=  376.10 

p  <  .053 

Drug  X  Sex 

F(2,106)=  0.62 

n.s. 

Drug  X  Stress 

F(2,106)=  13.75 

p  <  ,05s 

Sex  X  Stress 

F(l,  106)=  3.59 

p= .  06s 

Sex  X  Stress  X  Drug 

F(2, 106)=  3.07 

P=051 

1  Males  >  Females 

Nicotine  History  >  Saline 

3Stress  >  No-Stress 

4,5,6,7Stress  males  with  saline  or  6  mg  nic/kg/day  history  or  12  mg  nic/kg/day  history  = 
Stress  females  with  saline  or  6  mg  nic/kg/day  history  or  12  mg  nic/kg/day  history  > 
No-stress  females  with  12  mg  nic/kg/day  history  >  No-stress  males  with  12  mg  nic/kg/day 
history  >  No-stress  females  with  6  mg  nic/kg/day  history  >No-stress  males  with  6  mg 
nic/kg/day  history  >  No-stress  females  with  saline  history  >  No-stress  males  with  saline 
history 


FIGURES 
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Figure  2.  Chemical  structure  of  morphine  and  fentanyl  (two  opioids  that  work  at  the  ji 
receptor). 
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Experiment  Phase 


Figure  6.  Average  water  consumption  (ml)  for  all  12  treatment  groups  for  each  major 
phase  of  the  experiment. 
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Figure  7.  Fentanyl  consumption  (mg/kg)  by  male  and  female  rats  during  initiation  and 
maintenance. 
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Figure  8.  Fentanyl  consumption  (mg/kg)  by  no-stress  and  stress  rats  during  initiation  and 
maintenance. 
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Figure  9.  Fentanyl  consumption  (mg/kg)  by  no-stress  and  stress  male  rats  exposed  to 
saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  during  initiation  and  maintenance. 


Fentanyl  Consumption  (mg/kg) 
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Figure  10.  Fentanyl  consumption  (mg/kg)  by  no-stress  and  stress  female  rats  exposed  to 
saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  during  initiation  and  maintenance. 
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Figure  12.  Fentanyl  preference  (percent)  by  no-stress  and  stress,  male  and  female  rats 
exposed  to  saline,  6  mg  nicotine/kg/day,  or  12  mg  nicotine/kg/day  for  maintenance  choice 
days  (5  days). 
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Figure  13.  Mean  withdrawal  behaviors  observed  following  naloxone  injection  in  no-stress 
and  stress  male  and  female  rats  that  were  previously  exposed  to  saline,  6  mg 
nicotine/kg/day,  or  12  mg  nicotine/kg/day. 
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Figure  14.  Mean  withdrawal  behaviors  observed  following  naloxone  injection  in  no-stress 
and  stress  male  and  female  rats  that  were  previously  exposed  to  saline,  6  mg 
nicotine/kg/day,  or  12  mg  nicotine/kg/day  and  opioid/stress-naive  control  rats. 
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Figure  15.  Plasma  corticosterone  levels  (ng/ml)  in  saline  or  nicotine  (6  or  12  mg 
nicotine/kg/day)  exposed  male  and  female  rats  on  the  last  day  of  the  experiment  following 
either  20  minutes  of  immobilization  stress  or  no-stress. 


APPENDIX  I 


NICOTINE  MINIPUMP  CALCULATION  SHEETS 


6  mg  Nicotine  dihydrochloride/kg/day  -  Females 
6  mg  Nicotine  dihydrochloride/kg/day  -  Males 
12  mg  Nicotine  dihydrochloride/kg/day  -  Females 
12  mg  Nicotine  dihydrochloride/kg/day  -  Males 
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NICOTINE  CALCULATIONS  FOR  ALZET  MINI-OSMOTIC  PUMPS 

(6  mg  Nicotine  dihydrochloride/kg/day  -  Females) 

LOT  #:  041106 

MEAN  IN  VITRO  PUMP  RATE=  0.48  pt  of  solution/hr 
MEAN  FILL  VOLUME=  237  pi  of  solution 

IN  VIVO  PUMP  RATE  CONVERSION  =  0.9  (a  constant  for  all  Alzet  minipumps) 

(0.9)  x  (in  vitro  pump  rate:  0.48pl/hr)  x  (24  hr/day)  - 10.368  pi  sol ution/day 

NUMBER  OF  DAYS  PUMP  IS  OPERABLE: 

(pump  fill  volume:  237  pl)/(1 0.368  pl/day)  =  22.859  days 

DRUG  DOSAGES: 

(6  mg  nicotine  base/kq/dav)  x  (1000  pl/ml)  =  578.704  mg  nicotine  base/ml/kg 
(10.368  pl/day) 

( mean  animal  weight  in  kg)  x  (578.704  mg/ml/kg)  = _ mg  nicotine  free  base/ml 

(nicotine  free  base  mg/ml)  x  (1 .44941)  = _ mg  nicotine  dihydrochloride/ml 

TOTAL  DRUG  SOLUTION  VOLUME: 

(pump  fill  volume:  237  pi)  x  (number  of  animals:  20)  =  4740  ml  minimum  volume 

drug  solution 

Prepare  more  than  the  minimum  volume  of  drug  solution 

'CONVERSION  FACTOR  FOR  NICOTINE  FREE  BASE: 

Ci0H14N2+2HCI  MW  =  235.13 

C10H14N2  MW  =  162.23 

(235.1)7(162.23)  =  1.4494 
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NICOTINE  CALCULATIONS  FOR  ALZET  MINI-OSMOTIC  PUMPS 

(6  mg  Nicotine  dihydrochloride/kg/day  -  Males) 

LOT  #:041106 

MEAN  IN  VITRO  PUMP  RATE=  0.48  \s\  of  solution/hr 
MEAN  FILL  VOLUME^  237  pi  of  solution 

IN  VIVO  PUMP  RATE  CONVERSION  =  0.9  (a  constant  for  all  Alzet  minipumps) 

(0.9)  x  (in  vitro  pump  rate:  0.48pl/hr)  x  (24  hr/day)  =  10.368  pi  solution/day 

NUMBER  OF  DAYS  PUMP  IS  OPERABLE: 

(pump  fill  volume:  237  pl)/(1 0.368  pl/day)  =  22.859  days 

DRUG  DOSAGES: 

(6  mg  nicotine  base/kq/dav)  x  (1000  pl/ml)  =  578.704  mg  nicotine  base/ml/kg 
(10.368  pl/day) 

( mean  animal  weight  in  kg)  x  (578.704  mg/ml/kg)  = _ mg  nicotine  free  base/ml 

(> nicotine  free  base  mg/ml)  x  (1 .44941)  = _ mg  nicotine  dihydrochloride/ml 

TOTAL  DRUG  SOLUTION  VOLUME: 

(pump  fill  volume:  237  pi)  x  (number  of  animals:  20)  =  4740  ml  minimum  volume 

drug  solution 

Prepare  more  than  the  minimum  volume  of  drug  solution 

’CONVERSION  FACTOR  FOR  NICOTINE  FREE  BASE: 

C10H14N2+2HCI  MW  =  235.13 

C10H14N2  MW  =  162.23 

(235.1)7(162.23)  =  1.4494 
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NICOTINE  CALCULATIONS  FOR  ALZET  MINI-OSMOTIC  PUMPS 

(12  mg  Nicotine  dihydrochloride/kg/day  -  Females) 

LOT  #:  041106 

MEAN  IN  VITRO  PUMP  RATE=  0.48  pi  of  solution/hr 
MEAN  FILL  VOLUME^  237  pf  of  solution 

IN  VIVO  PUMP  RATE  CONVERSION  =  0.9  (a  constant  for  all  Alzet  minipumps) 

(0.9)  x  (in  vitro  pump  rate:  0.48pl/hr)  x  (24  hr/day)  =  10.368  pi  solution/day 

NUMBER  OF  DAYS  PUMP  IS  OPERABLE: 

(pump  fill  volume:  237  pl)/(1 0.368  pl/day)  =  22.859  days 

DRUG  DOSAGES: 

(12  mg  nicotine  base/kq/dav)  x  (1000  pl/ml)  =  1157.407  mg  nicotine  base/ml/kg 
(10.368  pl/day) 

(mean  animal  weight  in  kg)  x  (1 157.407  mg/ml/kg)  = _ mg  nicotine  free  base/ml 

(nicotine  free  base  mg/ml)  x  (1 .44941)  = _ mg  nicotine  dihydrochloride/ml 

TOTAL  DRUG  SOLUTION  VOLUME: 

(pump  fill  volume:  237  pi)  x  (number  of  animals:  20)  =  4740  ml  minimum  volume 

drug  solution 

Prepare  more  than  the  minimum  volume  of  drug  solution 

'CONVERSION  FACTOR  FOR  NICOTINE  FREE  BASE: 

C10H14N2+2HCI  MW  =  235. 1 3 

C10H14N2  MW  =162.23 

(235.1)7(162.23)  =  1.4494 
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NICOTINE  CALCULATIONS  FOR  ALZET  MINI-OSMOTIC  PUMPS 

(12  mg  Nicotine  dihydroch!oride/kg/day  -  Males) 

LOT  #*.0411 06 

MEAN  IN  VITRO  PUMP  RATE=  0.48  pi  of  solution/hr 
MEAN  FILL  VOLUME=  237  pi  of  solution 

IN  VIVO  PUMP  RATE  CONVERSION  =  0.9  (a  constant  for  all  Alzet  minipumps) 

(0.9)  x  (in  vitro  pump  rate:  0.48|jl/hr)  x  (24  hr/day)  =  10.368  pi  solution/day 

NUMBER  OF  DAYS  PUMP  IS  OPERABLE: 

(pump  fill  volume:  237  pl)/(1 0.368  pl/day)  =  22.859  days 

DRUG  DOSAGES: 

(12  mg  nicotine  base/kq/dav)  x  (1000  pl/ml)  =  1157.407  mg  nicotine  base/ml/kg 
(10.368  pl/day) 

(mean  animal  weight  in  kg)  x  (1157.407  mg/ml/kg)  = _ mg  nicotine  free  base/ml 

(nicotine  free  base  mg/ml)  x  (1.44941)  = _ mg  nicotine  dihydrochloride/ml 

TOTAL  DRUG  SOLUTION  VOLUME: 

(pump  fill  volume:  237  pi)  x  (number  of  animals:  20)  =  4740  ml  minimum  volume 

drug  solution 

Prepare  more  than  the  minimum  volume  of  drug  solution 

'CONVERSION  FACTOR  FOR  NICOTINE  FREE  BASE: 

C10H14Na+2HCI  MW  =  235. 1 3 

C10H14N2  MW  =  162.23 

(235.1)7(162.23)  =  1.4494 


APPENDIX  H 


STRESSOR  TREATMENT  AND  OPIOID  AVAILABILITY  SCHEDULE 
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Stress  and  No-Stress  Group  Assignments 


Group 

Female  No-Stress 

Female  Stress 

Male  No-Stress 

Male  Stress 

Group  A 

Saline  (n=3) 

6  mg  nic  (n=3) 

12  mg  nic  (n=4) 

Saline  (n=4) 

6  mg  nic  (n=3) 

12  mg  nic  (n=3) 

Group  B 

Saline  (n=4) 

6  mg  nic  (n=3) 

12  mg  nic  (n=3) 

Saline  (n=3) 

6  mg  nic  (n=4) 

12  mg  nic  (n=3) 

Group  C 

Saline  (n=3) 

6  mg  nic  (n=4) 

12  mg  nic  (n=3) 

Saline  (n=3) 

6  mg  nic  (n=3) 

12  mg  nic  (n=4) 

Group  D 

Saline  (n=3) 

6  mg  nic  (n=3) 

12  mg  nic  (n=4) 

Saline  (n=4) 

6  mg  nic  (n=3) 

12  mg  nic  (n=3) 

Group  E 

Saline  (n=4) 

6  mg  nic  (n=3) 

12  mg  nic  (n=3) 

Saline  (n=3) 

6  mg  nic  (n=4) 

12  mg  nic  (n=3) 

Group  F 

Saline  (n=3) 

6  mg  nic  (n=4) 

12  mg  nic  (n=3) 

Saline  (n=3) 

6  mg  nic  (n=3) 

12  mg  nic  (n=4) 

Stressor  Ordering  &  Opioid  Availability  Schedule 


Order 

1st  Group 

2nd  Group 

3rd  Group 

ESEffll 

5th  Group 

6th  Group 

Order  1 

A 

B 

C 

D 

E 

F 

Order  2 

B 

C 

D 

E 

F 

A 

Order  3 

C 

D 

E 

F 

A 

B 

Order  4 

D 

E 

F 

A 

B 

C 

Order  5 

E 

F 

A 

B 

C 

D 

Order  6 

F 

A 

B 

C 

E 

APPENDIX  ID 


NALOXONE  CHALLENGE  TREATMENT  SCHEDULE 


•  DAY  1 

•  DAY  2 
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NALOXONE  CHALLENGE  SCHEDULE:  DAYS  1  &  2 

G130  =  Animal  housing  room 

GI50  =  Stressor  treatment  room 

G151  =  Naloxone  behavioral  observation  room 

G125  =  Weighing  room 

Gl  14  =  Naloxone  injection  room 

7:00  Group  F-Str  to  G 150 

7:05  Begin  stressor 

7:10  Group  F-NS  receives  bottles 

7:25  End  stressor 

7:35  Group  F-St  receives  bottles 

7:50  Group  A-SttoG150 

7:55  Begin  stressor 

8:00  Group  A-NS  receives  bottles 

8:15  End  stressor 

8:25  Group  A-St  receives  bottles 

8:40  Group  D-St  to  G 150 

8:45  Begin  stressor 

8:50  Group  D-NS  receives  bottles 

9:05  End  stressor 

9: 1 5  Group  D-St  receives  bottles 

9:30  Group  B-St  to  G150 

9:35  Begin  stressor 

9:40  Group  B-NS  receives  bottles 

9:55  End  stressor 

10:05  Group  B-St  receives  bottles 

10:20  Group  E-St  to  G150 

10:25  Begin  stressor 
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10:30  Group  E-NS  receives  bottles 
10:45  End  stressor 
10:55  Group  E-St  receives  bottles 
11:10  Group  C-St  to  G150 
11:15  Begin  stressor 
1 1 :20  Group  C-NS  receives  bottles 
11:35  End  stressor 
1 1:45  Group  C-St  receives  bottles 

1:10  Pull  Group  F-NS  bottles  and  deliver  to  G125 

Weigh  Group  F-NS  and  deliver  naloxone  rats  to  G1 14 
1 :20  Inject  Group  F-NS  naloxone  rats  and  deliver  to  G15 1 
1:30  Begin  behavioral  observations  on  Group  F-NS 
1 :35  Pull  Group  F-St  bottles  and  deliver  to  G125 

Weigh  Group  F-St  and  deliver  naloxone  rats  to  G1 14 
1 :45  Inject  Group  F-St  naloxone  rats  and  deliver  to  GI 5 1 
1:50  Pick  up  Group  F-NS  &  deliver  to  G125  for  Post-BWT;  return  rack  to  GOO 
1 :55  Begin  behavioral  observations  on  Group  F-St 
2:00  Pull  Group  A-NS  bottles  and  deliver  to  G125 

Weigh  Group  A-NS  and  deliver  naloxone  rats  to  Gl  14 
2:10  Inject  Group  A-NS  naloxone  rats  and  deliver  to  Gl 5 1 
2:15  Pick  up  Group  F-St  &  deliver  to  G125  for  Post-BWT;  return  rack  to  GOO 
2:20  Begin  behavioral  observations  on  Group  A-NS; 

2:25  Pull  Group  A-St  bottles  and  deliver  to  G125 

Weigh  Group  A-St  and  deliver  naloxone  rats  to  Gl  14 
2:35  Inject  Group  A-St  naloxone  rats  and  deliver  to  G151 
2:40  Pick  up  Group  A-NS  &  deliver  to  G125  for  Post-BWT;  return  rack  to  GOO 
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2:45  Begin  behavioral  observations  on  Group  A-St 
2:50  Pull  Group  D-NS  bottles  and  deliver  to  G125 

Weigh  Group  D-NS  and  deliver  naloxone  rats  to  G1 14 
3 :00  Inject  Group  D-NS  naloxone  rats  and  deliver  to  Gl  5 1 

3:05  Pick  up  Group  A-St  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
3:10  Begin  behavioral  observations  on  Group  D-NS; 

3:15  Pull  Group  D-St  bottles  and  deliver  to  G 125 

Weigh  Group  D-St  and  deliver  naloxone  rats  to  Gl  14 
3:25  Inject  Group  D-St  naloxone  rats  and  deliver  to  G151 
3 :30  Pick  up  Group  D-NS  &  deliver  to  G125  for  Post-BWT;  return  rack  to  GUO 
3:35  Begin  behavioral  observations  on  Group  D-St 
3:40  Pull  Group  B-NS  bottles  and  deliver  to  G125 

Weigh  Group  B-NS  and  deliver  naloxone  rats  to  Gl  14 
3 :50  Inject  Group  B-NS  naloxone  rats  and  deliver  to  Gl  5 1 
3:55  Pick  up  Group  D-St  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
4:00  Begin  behavioral  observations  on  Group  B-NS; 

4:05  Pull  Group  B-St  bottles  and  deliver  to  G125 

Weigh  Group  B-St  and  deliver  naloxone  rats  to  Gl  14 
4:15  Inject  Group  B-St  naloxone  rats  and  deliver  to  Gl  5 1 
4:20  Pick  up  Group  B-NS  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
4:25  Begin  behavioral  observations  on  Group  B-St 
4:30  Pull  Group  E-NS  bottles  and  deliver  to  G 125 

Weigh  Group  E-NS  and  deliver  naloxone  rats  to  Gl  14 
4:40  Inject  Group  E-NS  naloxone  rats  and  deliver  to  Gl  5 1 
4:45  Pick  up  Group  B-St  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
4:50  Begin  behavioral  observations  on  Group  E-NS; 


4:55  Pull  Group  E-St  bottles  and  deliver  to  G125 

Weigh  Group  E-St  and  deliver  naloxone  rats  to  G1 14 
5:05  Inject  Group  E-St  naloxone  rats  and  deliver  to  G15 1 
5:10  Pick  up  Group  E-NS  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
5:15  Begin  behavioral  observations  on  Group  E-St 
5:20  Pull  Group  C-NS  bottles  and  deliver  to  G125 

Weigh  Group  C-NS  and  deliver  naloxone  rats  to  G1 14 
5:30  Inject  Group  C-NS  naloxone  rats  and  deliver  to  G1 5 1 
5:35  Pick  up  Group  E-St  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
5:40  Begin  behavioral  observations  on  Group  C-NS; 

5:45  Pull  Group  C-St  bottles  and  deliver  to  G125 

Weigh  Group  C-St  and  deliver  naloxone  rats  to  Gl  14 
5:55  Inject  Group  C-St  naloxone  rats  and  deliver  to  G15 1 
6:00  Pick  up  Group  C-NS  &  deliver  to  G125  for  Post-BWT;  return  rack  to  G130 
6:05  Begin  behavioral  observations  on  Group  C-St 
6:25  Pick  up  Group  C-St  and  return  to  housing  room  (G130) 


APPENDIX  IV 


NALOXONE  WITHDRAWAL  OBSERVATION  DATA  SHEET 
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WITHDRAWAL  SYMPTOMS  OBSERVATION  DATA  SHEET 

Body  Weight:  Pre _  Post _ Change _ 

Naloxone  Dosage: _ ml  _ mg/kg 

1 .  Wet-dog  shakes  (#  of  times): 


2.  Diarrhea  (#  of  times): 


3.  Mouthing  and  teeth  chattering  (#  of  times): 


4.  Ptosis  (#  of  times): 


5.  Excessive  grooming  (#  of  times): 


6.  Abnormal  posture  (#  of  times): 


Observer  Initials: _  Date: _  Time: 


Subject#: 


TOTAL  SCORE: 


F.O.G.  STUDY:  Summer/Fall  1993 


(REVISED  10/93) 


APPENDIX  V 


PACKAGE  INSERT  FOR  IMMUCHEM™  DOUBLE  ANTIBODY 
CORTICOSTERONE  RIA  KIT  FOR  RATS  AND  MICE 
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0. 


ASSAY  CORRELATION 


Twenty  three  laboratory  rat  serum  samples  covering  me  entire  physiological  range 
were  assayed  wntfi  wnmuCham"*  CoS’3*  fut  method  requiring  heat  oenaturaoon 
ana  immuChem'"  Cpe',2St  kit  method  descnbed  hereei.  The  toaowmg  data  were 
ootamad: 


CORTICOSTERONE  ASSAY  (ngrmL) 
XVI.  SPECIFICITY  OF  THE  AWTtSERUM 


The  following  materials  have  been  checked  far  cross  reactivity.  The  percentages 
vacate  cross  reactivity  at  50%  osptacamant  compered  to  corticosterone. 


Steroids 

SjCgaaJBflitaan 

Corticosterone 

100.00 

Desoxyeomeosterooe 

0.34 

Testosterone 

0.10 

Cortisol 

0.05 

Aldosterone 

ao3 

Progesterone 

ao2 

Androetanadona 

aoi 

Sa-Otfiydrotestotterone 

aoi 

Cholesterol 

<0.01 

Periyoroep  mxifoitefooi 

<0.01 

Dehyoroepiandrosterone-suttate 

<0J31 

11-Oesaxycomsol 

<0.01 

20a-Ohydroprogasterone 

<0,01 

Estrone 

<0.01 

EstmdKX-17a 

<0.01 

EstradmM7p 

<0.01 

Esthof 

<0.01 

Pregnenolone 

<0.01 

17o-Hydroxy  pregnenolone 

<0.01 

i7«r+tydroxypiogesierone 

<0.01 

XVIL  REFERENCES: 

1.  Siwrazu.  1C.  S.  Amagaya.  and  Y.  Ogthara:  Analysis  of  corticosterone  vi  the  sarum 
oi  mica  and  rats,  using  high  performance  bond  chromatography.  J.  Cnromatog. 
272:  170. 1963. 

2.  Coffigny.  H..  C.  Pasaiaer.  and  J.  Oupouy:  Adrenal  activity  of  adutt  rats  irradiated 
with  ISO  rads  during  fetal  tile.  In.  Manium.  D.O.  et  aJ.  fees):  Developmental 
Torrcoloov  of  Enemy  Retaied  Pollutants.  Technical  Information  Center.  U.S. 
Department  of  Energy,  p237. 1978. 

3.  Rattner.  B.A..  S.O.  Micfiaat.  and  P.O.  Allland:  Plasma  concentrations  of 
hypoptiysaal  hormones  and  corticosterone  m  male  mica  acutely  exposed  to 
stimulated  high  attitude.  Proceedings  of  the  Society  for  Experimental  Biology  end 
Medians  163: 367. 1980. 

*  Severson,  JA,.  R.D.  Fell.  and  D  R.  Griffith:  Adrenocortical  function  <n  response  to 
myocardial  necrosis  m  exerase- trained  rats.  J.  Appi.  Physiol.  RespiraL  Environ 
Exorcise  Physiol.  44:104.  1978. 

&  Rattner,  B.A.,  S.P.  Gruenau.  and  P.D.  Altland:  Croxsadsptrve  affects  of  cold, 
hypoxia,  or  physical  training  on  decompression  sickness  m  rmce.  J.  Appl.  Physiol. 
47:412,  1979. 


ImmuChem™  Double  Antibody 

Corticosterone 

125l  RIA  Kit 
For  Rats  and  Mice 
For  Research  Use  Only 


iCN  Biomedicals,  Inc. 
Diagnostics  Division 
3300  Hyland  Avenue 
Costa  Mesa,  CA  92626 


814201 
REV.  0  (7-94) 
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MUUCH£M~  DOUBLE  ANTBOOY  A.  STEROID  DILUENT 

CORTICOSTERONE 

R,*KIT  PhoapnoaainagiiacnOulliripH  7.0x0.  l) corxaxwig raatut cxmms qtaoulini- 

FOR  RATS  ANO  MICE 


~  NOTICE  LYQPH1UZEP  RAT  CONTROL  SET" 


STABILITY:  AMrnummononUW 

STORAGE  a^*C 


in  ordar  to  mtxwnm  ma  eta oaty  d  ma  ‘iwnuCham"*  rat  conffot  tit  lor  coracoatefona.  On 
control  sat  wtfbaaanc  out  mprsda*ad.i)iapMkiadlonn. 

To  praoara  ma  control  tat  lor  '»t  oortcimwona  taut,  wean— ana  aacn  tevW  won  2.0  me  or 
dtsfiMci  immot.  met  aAovr  to  «  >t  room  i*mp*r»iur»  loraiiMttf  30irunijtoft. 


HL  lucn^cowricosTgiicwig 

Coctwoatatoria-acarOgiyflWinyiottnr.  BSA  w  uaaa  as  ms  armjtn  to  pans raw 
anatanan  «i  fattens.  Th#  anoaarun  »  Warad  to  Dr>d  50-60%  ot  tna  eortcoAsron*- 
,2Si  danaatwa  n  ma  icaanca  at  nonwmoacBvt  conMoUarona. 


Altar  mconstaution.  assay  duseoy:  control  has  oaan  pmdMad  1:200.  DO  NOT  FURTHER 
DJOfnE. 


STABILITY:  Radar  auanmn  data  on  Mr  Mat. 

STORAGE  2-8%. 


FOR  INVESTIGATIONAL  USE  ONLY 


L  NTROOUCTWH 

A.  tuanjaO  Uaa 

Tha  immuCham"*  '»(  Coracostarana  RIA  m  spaohcaity  Oasiqnad  lor  uaa  m 
laoorawiy  mca  and  rsts.  Utkaig  ma  contewaaow  a#  a  lugaiy  apanhe  snaaarum  tor 
cowcostarona  and  a  proonatary  blocking  function  meorporatad  m  tha  aaaay 
system.  mm  RIA  *  sunaNs  lor  Mwtmtmmon  or  enroroatarona  n  unaxtractod 
tarum  or  pttmw  mmout  a  prawn  oanaaaaaon  imp.  Aiao  via  uaa  ot  an  ,29l  labai 
•wwiataa  mo  nsad  lor  ma  haute  tcnaaaaon  ujunang  nap  wind  won  tnaaiad 
assays. 

B.  Ptnwtaiogy 

Cottconarona  a  ma  pnnapia  gluoocaracote  iterated  try  tha  adranaf  corneas  of 
mca  and  rsts-(t|  Sacraaon  ot  eomeosiaiona  *t  aiaaa  apaoas  ■  modulated  by  a 
compias  nagttrra  Hiaoach  macnantsm  mvorwng  8m  canaval  narwous  systam. 
hypnmNamus.  pnatary.  and  ACTH  rataaaad  sum  ta  paunsty  augmants 

adranai  lactation  ot  coracosiarona  white  taWng  i avail  ot  camcastarona  art 
associated  w«n  rang  A**i»  at  ACTKp|  m  bam  mca  ana  mis  taro  a  a  ottoman 
rhythm  ot  oorocostarona  rataaaa  wan  ma  hghaat  oonoanoaaona  Ding  otiaanad 
eatwaon  1600  arte  2200  Muraai  a  normal  tabaraHryanwraMtianLC] 


Saa  Nets  (t):  Six  eawrmton  art  provwad  at  tha  following  caneantraoons:  25 
ng/mL.  50  ngrmL.  100  ngrmL.  250  ngrmL.  500  ngrmL  «na  1000  ngrmL.  Tha 

eatamtam  na«a  oaan  mama  wim  Sworn  onuam  (A|. 

STABILITY:  Rotor  toawoon  data  on  tot  mat 

STORAGE  28% 

0.  PRSSPfTJtlfT  SOLUTION 

Tha  a  a  modura  at  PEG  and  Goat  snwabba  gamma  pooutns  aomamad  m  TR1S 
buNar.  05  mL  at  mm  praaotant  wte  wmamawy  praopota  aa  ma  anooody  bound 

STABILITY;  natarioawiraoandtaiowfcrtwat. 

STORAGE  28% 

E  CORTICOSTERONE-1”!  DERIVATIVE 

Tha  racaoacava  namrat  contact  ass  man  7  uQ  par  wal  lor  a  200  tuba  At  and 
Saa  man  35  »Q  par  wai  lor  a  100  mbs  At  on  madam  at  srramanL  02  mL  of  th* 
radtoachva  darwaova  will  proves  apptoumataiy  50.000  cpm  at  75%  countar 
athoancy  on  ma  an  ot  tevpmanc 


C.  Laboratory  AppMcadona 

Corhooawona  naaturatnanta  am  a  uaatut  ndax  ot  ganarat  and  natapandoenna 
raiponaa  to  tha  itrtta  of  laboratory  axpanmanta  m  tnca  and  rata.  Thus 
coftacostarana  concantraoona  naa  anarpiy  at  haatly.  «ntaa  anrnati  fotowmg 
aipoauro  to  aipanmamal  abmuii  such  as  drugs.fi  l  baromatnc  shoeh.(3I 
aipanmantai  dtaaaao  Malawi  or  abrupt  tamparatura  aMtsji)  and  may  aarva  U 
nanummt  m  onstocnom  Wf  ot  tht  pftpirMion 

oMSfviiQni  tre  KMPflQ  fwtdt43-S| 

B.  PRINCIPLE  OF  TEST 

Ramoanmunoaaaay  (RIA)  s  ma  wtit  appbad  id  ma  niaaiaaad  ot  la  ooncantraaon 
ot  tnaqan  motecutes  unng  a  rxttoackva  tebai  mat  auanamaaa  ma  amount  at  artegm 
(i.  a.,  rnmona;  ny  nnnmnnw  wm  «.»» aaonmawawah  wanwody. 


STABILITY:  Radar  to  vxmson  attm  on  matt. 

STORAGE  28% 

v.  uuttahoms,  PRCCAUDOKS  ANO  GENERAL  COMMENTS 

K  Cara  must  Ba  Wean  mat  tamoiaa  contain  no  axoganous  ramoaemmy  tinea  a 
prsaanca  may  load  to  anonaoua  rasuta. 

a  Tha  laagana  pniMdad  n  mia  tat  ara  mtamM  only  tar  ma  NMofic  ouanataoon  of 
sarum  or  plasma  corecostsrona  n  rata  or  mca.  Whds  spsohe  uuantruoon  or 
enmnoawoni  in  omar  anatw  woaa  may  ba  pnaamia,  main  maaa  ayswttt 
ghewiS  b*  Mipranff  dat^TTwd  &y  tfM  umt. 

THIS  KIT  IS  MQI  TO  BE  USED  TO  DETERMINE  CORTICOSTERONE  IN 
HUMANS. 


in  tha  aaaay.  a  imitiad  amount  ot  spaalic  antibody  (Ab)  is  raaetad  with  tha 
eonaipammg  homxxio  (*H)  taowod  wan  a  ramowNOpa.  Upon  art  anon  ot  an  mcmaaatg 
amount  ot  Oat  lurnoa  (H).  a  conatmompngiy  da oaaamg  tanebort  ot  *H  addad  a  bound 
to  ma  anttaody.  AAar  lapamon  at  »w  bound  bom  *w  baa  *M  by  vanous  maana.  ma 
amount  ot  radwacawty  «i  ona  or  bom  ot  maw  two  bacaans  *  airsawri  and  utad  to 
mwnri  ■  atandaro  curva  aganat  ntwti  ma  miniTirn  aartyraa  ata  maaanrart 

SL  REAGENTS  PROVtOED  ANO  LABEL  COLOR  COOC  000  Tuba  KK) 


COMPONENT 

LABEL 

COLOR 

VOLUME 

StarataOSuant 

Cat  107-166196 

•mas 

150  mL 

AnsGoracottarona 

Cats  07-120113 

yaSow 

22  mL 

CaKrants  (25-1000  ngmtj 

Cat  *07-120130 

gnw 

2j0mLw 

SoAeioo 

Cat  *07-166824 

rad 

56  ftlL 

Ctt  9  07-120121 

Urn 

22  mL 

CoiwctooKono  Cornu* 

C«t  9  07-120180 

traga 

0.1  mLW 

IV.  REAGENTS  OEEOOPRON  ANO  PREPARATION  (FOR  IM-VITRO  DUGHOSTtC  USE) 
NOTES: 

(1)  Tha  concaniranons  ol  cslibrsiors  ara  asprassad  in  tarms  oi  sarum 
sqwaunca.  To  obam  ac&ur  uoncantisaon  ot  jjbMdoioinna  at  ngrmL.  dhnda 
cadPraior  vaius  py  200  Ihuh  dtaoon  raw.  taOOL 

(2)  To  prtpart  ma  conuot  iat  ter  lumconamna  aaaay.  raemndatuta  aach  tail  adh 
20  mL  ol  dwSad  watar.  and  aaow  n  M  at  room  temparWaa  tar  at  taaat  30 
mmtas. 


C.  Sma  bdhaianca  to  ma  protocol  a  laoommandad.  Any  ettangaa  should  oa  dona  at 
mtcNomndgawr. 

O.  Tha  laaQanta  prowdad  at  Ow  W  ara  tar  ma  quanamaan  ot  oomoosmrona  n  rats 
and  moo  only. 

E  Tha  At  raaganta  and  maainata  ara  rtanoad  tar  uw  aa  an  — agrat  uruL  Do  not  ma 
mnoua  tats  ot  any  componawraagantwtawiayiaidinauai  run. 

F.  RADIOACTIVE  MATERIAL  HANDLING 

p»— w  nhw—vw  mg  intev—q  pmvwM  tmwtBQ  paa  tadtaacova  manna! 

(1)  Thm  ramoacowa  maianN  may  ba  raoamd.  aoqtatad.  poaaaaaad.  and  usad  only 
by  phyteaans.  caracal  ^r—  ex  noaptata.  and  ■  ntandad  tor  «wxro  taponupry 
teats  not  iwctemg  Mama!  or  axwRwl  aomnaraaon  ot  thamatawata.  Thus,  ma 
poaaaaaion.  usa  and  tranaiar  ot  tha  radiation  haram  ara  iub|«a  to  m« 
mguteoorss  at.  and  an  a  ganarN  bcanaa  hom.  ma  US.  NRC  or  ma  State  wim 
wtuch  ma  NRC  hat  amarao  mo  agraamartt  for  ma  axaraaa  ot  raguiatory 
aumomy. 

(2)  khmateatety upon iweatat alma ALchaok lor ontetcaga ana vontyoomams as 
par  mapactangbaL  Should  maw  ba  biwbaga  or  quaanona  raganbng  tha  bat 
contents,  ptassa  oonaa  your  CN  tapiwaiwiii  ■  or  ma  ICN  Tacftmcsl  Samca 
Oapaiwrant  (800)  ass-osao. 

(3)  Mt  raaganta  stated  ba  amrad  and  usad  only  at  tteon.  daagnated  wort  stabans 
at  tho  tabonuory-  Aimougrt  owoouw  to  radtepon  tram  ma  anal  amount  oi 
wiai—'in  raaaatw  tippbad  m  impQUm.  a  m  good  praew  a  iiignm  a 
anraga  awo  at  taa«  10  teat  tram  any  wont  ttebon.  Funtwmow.  powons 
imoar  mo  ago  at  IB  woted  not  Oapamtetedowmmawfbnactvmnnai  or 
amar  an  ama  wnaw  *  *  praaam. 

(4)  Should  maw  ba  aprSaga  ot  any  tadlaacmra  matanaL  ma  Mowing idaan-up 
praoaduw  ■  wcommanoad.  WNte  waanng  njaaar  ^graa.  Dtat  ma  apaaga  wth 
«  paptr  MwaL  Thu  conammated  tawal  stated  ba  dupowd  aa  ramoac aw 
«■■.  wash  ma  affaetad  ana  wan  a  dawgant  man  msa  gawaa  wan  water. 

(5)  Tha  praatbng  of  ndtaaebya  material  by  mourn  anouta  not  ba  ptrmmad. 
Smoking,  aaong.  or  dnntang  whM  partomung  lasts  mvohnng  radraaenva 
material  ahotad  ot  pruhtawd.  Laa«y.  parsons  hantemg  wmoacava  matanal 
•houta  wwh  Mr  nantte  vnmadteWy  after  hanteng  and  prior  to  taawng  ma 
titNflNQfy* 


(3)  Altar wconoBtabon. aaaay dracbyiconm has taanpraoauted  1^00.00 NOT 
FURTHER  WUTTE 


Al  iMpinli  ffwwftl  in  on/ppott  me tf  to  uml 
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VL  SPtCattM  COLLECTION  AND  KAMXJMO 

A  ggnmcam  notui  n  ma  Bw*n»  mmraaiamna  »hu  m  oosmvad  wnan  anmms 
ara  agmad  poor  a  gn  coiacacn  o f  i  mood  tanoa.  a m  m  oonaaouanca.  A  a  mmM 
mat  nnnia  Da  rauanaty  nanaaa  id  aiaunta  ma  pracaatn. 

Plasma  or  strum  can  M  used  lor  os*  miy.  They  would  M  stored  frozen  (t»to» 
•is*C1l  mmms  vwr  «nin  o*  anaiynd  «mn  •  4«  hour  ponao. 

VtL  EQUIPMENT  AND  REAGENTS  KCQUOU33  BY  TMC  UUX 


m  addson  to  ma  aagare*  tippkarl  w«h  *a  tat,  ma  lcm»iwng  mamnaa  art  mound: 

*  (1)  PiomtOT  ana/ or  moots  mu  can  accuruoty  and  pzacaaty  deliver  the  mound 

voeenee. 

*  (21  Gamma  counter 

(3)  Laboratory  vonaamaar. 

(4)  Test  tabe  tack. 

(51  CanMugernMnoamad  ipialertedleapaMiot  2300*2900  nm  (1000  x  g). 

(6)  10  *  75  mm  mot*  lor  R1A. 

<T)  Absonant  oaoar  lor  Okx&ng. 


VUL 


‘AvakaMe  tram  ICK  Bramaacats.  me.  -  (8001 854-0530 
ASSAY  PROCEDURE 

A.  ASSAY  PREPARATIONS 

(II  Bring  reagent*  so  room  Mmcoramre  pnorta  uee. 

(2)  Set  up  tttaynajneecueveiy  numbered  10  «  75  mm  g^MtautuCJee. 

(3)  Add  aotaeont  n  me  cider  ixtcatad  In  me  proexxH.  Pern  a>  reegenu  deadly 
framehpqmgwata. 

B.  ASSAY  STEPS 


(1)  Dilute  rat  or  mouse  serum  1:200  with  ST1BQ1D  DILUENT 
by  taking  10  |iL  of  sample  to  2.0  mL 


(2)  Add  0.3  mL 
tubes). 


to  tubes  t  and  2  (NSB 


(3)  Add  0.1  mL  STERQlS-DimSNT  to  tubes  3  and  4  (0  tubes). 

(4)  Add  o.i  mL  CORTICOSTERONE  CALIBRATORS*  (25 
ng/TnL- 1000  ngftnL)  to  tubes  5  thru  16. 

NOTE 


’Concentration  of  calibrators  are  expressed  as  serum 
equivalent  and  have  already  included  (he  dilution  factor. 
Results  can  be  read  directly  from  the  calibration  curve  if 
our  recommended  dilution  (1:200)  is  followed. 

(5)  Add  o.i  mL  DILUTED  (1200)  CONTROLS  and  DILUTED 
LL-2QQLRAT/MQUSE  SERUM  to  tubes  17  to  end  of  assay. 

(6)  Add  0.2  mL  CQBTICQ£tERQNE-125l  (blue  reagent)  to  all 
tubes. 

NOTE 

’ZS|  TRACER  MUST  BE  ADDED  BEFORE  ANTI-SERUM. 

(7)  Add  02  mL  ANTI-CORTICOSTERONE  (yellow  reagent)  to 
tubes  3  to  end  of  assay. 

NOTE 

DO  NOT  ADD  ANTISERUM  TO  TUBES  1  AND  2. 

(8)  Vortex  mix  all  assay  tubes  and  incubate  at  room 
temperature  (22*-25*C)  for  2  hours. 

(9)  After  incubation,  add  0.5  mL  PRECIPITANT  SOLUTION 
(red  reagent)  to  all  tubes. 


(10)Vortex  THOROUGHLY. 

(1 1  )Centrifuge  all  assay  tubes  at  2300*2500  rpm  (1000  g)  for 
15  minutes.  Aspirate  or  decant  the  supernatant.  (If 
decanting,  blot  the  rim  of  the  test  tubes  on  absorbent  paper 
before  turning  right  side  up). 


0L  PROTOCOL 

_____  Raagant  addmon  saouanca 


tn  12)  (3)  («)  _ 151 


Tuba 

Na 

Dtscnptton 

StartW  1  Cakbrator 
Qkuanl  torOkaad 

I  Unknown 
(mU  1  (mL) 

Coe* 

(mu 

Anb- 

epe* 

(mu 

Praccaaong 

Sotuoqn 

imU 

1 

NSB 

03  1  a 

02 

0 

!  os 

CENTRIFUGE,  ASPIRATE  OR  DECANT  1  BLOT,  AND  COUNT 

2 

NSB 

03  f  0 

02 

0 

3 

0 

0.1  i  0 

02 

4 

0 

01  *  0 

02 

s 

25n0ftnL 

o  1  ai 

a. 

2 

IU 

§ 

1 

6 

25  ngrtnL 

1  f  1 

7 

SOngftnC 

i 

8 

50ngflmL 

i  i 

9 

lOOngftML 

J 

i 

c 

< 

<0 

ts 

1 

c* 

5 

Uw 

UJ 

< 

03 

D 

% 

o 

10 

100  ngrmL 

1  1 

11 

250ngrtnL 

i 

12 

2S0nymL 

1 

13 

SOOngrtnL 

i 

14 

SOOngftnL 

i 

15 

tOOOngrmL 

i 

2 

< 

X 

ts 

tOOOnymL 

i 

cr 

o 

> 

17 

Contrail 

i 

18 

Control  1 

i 

19 

Connoiil 

i 

20 

Control  II 

i 

21 

Unknown  Strum 

i 

22 

Unknown  Sanan 

1  ▼  M 

r 

r 

r 

pi 

r 

*  CORTICOSTERONE 


X. 


XL 


CALCULATIONS 

A.  Taka  ma  avaragt  o(  U  duotcata  tubas.  Subtact  ma  avamgad  MSB  (blank)  counts 
from  ma  avamgtt  obtamaa.  Thn  yak*  ma  coimetad  van**.  Owda  ma  oonaoad 
vataM  by  ma  eorraesao  zara  eatbiilor  vakia  k>  otkam  ma  oatcam  Bouna 

S  Formtfa 


%OBo  > 

CH4 

Samp* 

nss 

QCiKniof 


CPMlaamda) 


CPM(NSB) 


X100 


CPM  (0  cattntop  -  CPM(NSB) 
a  Avarage  counts  at  dupkGBGM 
-  Paraemar  mnm  or  cakbrator  bang  caioaaiatl 
>  Ncn-aoaoAc  owing  tuba  (also  knmn  as  blank  tabai 
a  0  tuba  (aiao  knoam  as  ma  100%  bmamg  not) 


C.  Plat  ptratnt  bound  vtnua  ma  ooncanaaton  at  oonoaattrant  tar  aa  ma  eakbnson 
(25-1000  ngffnL).  T)va  ya«s  ma  cawmor  oava.  Samtaa  vwuw  may  man  ea  raad 
dracBy  from  tvs  curva. 

CALIBRATOR  CURVE 

NOTE 


This  surva  aarvas  only  as  w  aiampia.  CtuBcoattinna  vsluaf  *r*xM  not  ba  dtnvad 
dam  A 


(12)  Count  the  precipitate  in  a  gamma  counter. 


»  SO  100  250  500  1000 

CORTICOSTERONE  ngm* 


xn.  SAMPLE  ASSAY 


AVG. 

AVG.-NS8 

RESULT 

SAMPLE 

CPM 

CPM 

CPM 

%8fBo 

frtgrmL) 

1085 

MSS  (blank) 

917 

1001 

2t4l1 

OngrmL 

21083 

21247 

20246 

100 

19165 

25  ogrtnL 

18601 

18863 

17882 

86 

SOngbnL 

17142 

17084 

16063 

79 

17028 

14392 

lOOngtmL 

13971 

14181 

13180 

65 

10335 

250ngrmL 

10542 

10438 

9437 

47 

7363 

SOOngtnL 

7368 

7364 

8383 

31 

1000  ngftnL 

4*00 

4983 

3962 

20 

5048 

9286 

Contrail 

9261 

9273 

8272 

41 

320 

12356 

Control  11 

12228 

12292 

11291 

56 

160 

17598 

Control  til 

18007 

17802 

16801 

63 

38 

JCU.  SAMPLE  CALCULATIONS 

CFMliampla)  -  CPMfNSB) 

Control  i  «  —mm  — .  . . . . —  •  i  -  — 

CPM  (OeaWmor)  -  CPMfNSB) 

8273-1001 

.  -  x  100 

21247-1001 

8272 

•  -  X 100 

20248 

.  41% 


x  too 


XIV.  EXPECTED  NORMAL  CONCENTRATIONS 

Coraceaitionacimtanafiaorit«>m*aanorai*flPttn*dbymraRtAtitamkiark>mott 
obcarvaa  by  othar  traditional  but  mora  cumbtraoma  matnoa*  such  aa 
mPLC.  gas  cnromatigrapfty  curnfxnad  *ai  mss  imcnmvy.  N— tatnc  toaasaaa. 
and  othaf  RiA  mttnoda.  ft.2.51  Bacausa  eoneantrapona  at  —  ana  rats  can  **ry 
grata*  aocortsog  so  ix—ng  lac— uaa  and  aa— p*  coSscson  —a— a.  a  a  oaal  kx 
•act)  laborasory  utmg  but  matnoa  a  otktnrww  aa  own  rang—  o I  nontua  vamaa  tar 
baaawia  and  samgiaMd  samp**.  Ganaraay  a  baaaans  tangs  of  90  u  300  npim  and  90 
to  400  ngmt  can  bs  aaoacsad  tar  nuca  and  rasa  -apac-aiy  dapangng  on  ma  vna  of 
day  sm  aampN  m  Mkaa  [i] 
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XV.  PERFORMANCE  CHAftACTmtSTICS 

A.  RECOVERY  OP  EXOGENOUS  CORTICOSTERONE 

To  da— onatrata  ma  accuracy  of  ma  immuCftam™*  Coraawnaronr13**  matnoa. 


Samp* 

known  amounts  or  comccstarona  warn  aouad  to  ateMMs  at  State*  Oauant  and 
saram  sampras  onmoutty  assayaa  by  a  matnod.  Thasa  valuta  watt  man 
otmannad  by  ma  Corocc«aroor,2si  matnoa  dasenoad  natan.  T7*  ksaowmg  data 
•Ml  OBtMIMfc 

AcMI  Amount  ot  Amount  of  Amount  of 

cpe  cpb  cpa  cpB  %cpe 

cone-  wQOtd.  iipocMfl  iicoiiMWI  fioowtdd 

(ngflnU  (ngtmU  (ngVnL)  (ngfmL) 

SIMM} 

0.0 

SO 

SO 

53 

1060 

Muant 

100 

100 

95 

960 

200 

200 

190 

960 

400 

400 

390 

•  97.5 

Avaiaga  964 

8-12 

10 

so 

60 

64 

1067 

100 

110 

95 

864 

200 

210 

210 

100-0 

400 

410 

410 

loao 

Avaiaga  91 5— i 

PA 

t47 

50 

197 

220 

111.7 

100 

247 

260 

1063 

200 

347 

350 

1009 

400 

547 

600 

109.7 

Avaiaga  1069 

R4O0 

342 

so 

392 

370 

94.4 

100 

442 

430 

973 

200 

542 

540 

99.6 

400 

742 

7t0 

967 

Avaiaga  967 

Ovaraa 

Avmga  1061 

8 

PARALLELS* 

To  damonatrata  assay  paraNMm.  fiva  (5)  rat  aaram  tamo**  wara  OMad  antn 

Simd  CWUMi  MO  mayd.  Thu  loicwHnq  dont  •Ml  otXjMud: 

gndkJMd 

12 

1:4 

16 

Samp* 

ngltnL 

ngfnt. 

n&nL 

ngrrri. 

MOO 

330 

180x2-380 

61x4-324 

43x8-344 

DO-23 

350 

165x2-370 

93x4-372 

'011*400 

DG-21 

450 

230x2-460 

115x4-460 

55x8-440 

OG-13 

480 

230x2-480 

120x4-480 

62x8-496 

DQ-22 

1100 

560x2-1180 

280x4.1120 

150x8-1200 

C.  REPROOUOBEJTY 


Tha  pracaaon  of  via  matnoa  was  da— nad  by  tvttatsiQ  itptcaras  of  xvoo—a 
rat  aanan  pools.  Tba  fcMowwig  data  wart  obtanacc 

(1)  lNTR»-at«ay  variation  jn-10) 


R4 

PA 

OG-4 

360 

152 

48 

380 

168 

52 

380 

146 

48 

380 

152 

40 

380 

174 

44 

380 

174 

40 

400 

174 

44 

350 

166 

48 

380 

174 

40 

35Q 

IBS 

22 

Maan 

370 

166 

466 

Si). 

163 

112 

4,7 

cv. 

4,4% 

7.1% 

103% 

iNTER-aasay  Van— on  (n-15) 

PA 

DG-6 

DO-13 

186 

128 

460 

180 

112 

480 

158 

118 

460 

152 

115 

500 

143 

112 

520 

146 

124 

435 

161 

130 

460 

150 

135 

470 

180 

ns 

500 

180 

122 

465 

150 

105 

490 

149 

125 

510 

170 

122 

430 

187 

110 

410 

Maan 

US  • 

m 

S2S 

469 

S.O. 

103 

82 

33.4 

cv. 

63% 

73% 

7.1% 
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